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METHODS FOR PRODUCING MEMBERS OF 
SPECIFIC BINDING PAIRS 

The present invention relates to methods for 
producing members of specific binding pairs. The present 
5 invention also relates to the biological binding 
molecules produced by these methods. 

Owing to their high specificity for a given 
antigen, the advent of monoclonal antibodies (Kohler, G. 
and Milstein C; 1975 Nature 256 ; 495) represented a 
10 significant technical break-through with important 
consequences both scientifically and commercially. 

Monoclonal antibodies are traditionally made by 
establishing an immortal mammalian cell line which is 
derived from a single immunoglobulin producing cell 
15 secreting one form of a biologically functional antibody 
molecule with a particular specificity. Because the 
antibody- secreting mammalian cell line is immortal, the 
characteristics of the antibody are reproducible from 
batch to batch. The key properties of monoclonal 
20 antibodies are their specificity for a particular antigen 
and" the reproducibility with which they can be 
manufactured . 

Structurally, the simplest antibody (IgG) 
comprises four polypeptide chains, two heavy (H) chains 
25 and two light (L) chains inter-connected by dlsulphide 
bonds (see figure 1). The light chains exist in two 
distinct forms called kappa (K) and lambda (X). Each 
chain has a constant region (C) and a variable 
region (V). Each chain is organized into a series of 
30 domains. The light chains have two domains, 

corresponding to the C region and the other to the V 
region. The heavy chains have four domains, one 
corresponding to the V region and three domains (1,2 and 
3) in the C region. The antibody has two arms (each arm 
35 being a Fab region), each of which has a VL and a VH 

region associated with each other. It is this pair of V 
regions (VL and VH) that differ from one antibody to 
another (owing to amino acid sequence variations), and 
which together are responsible for recognising the 
40 antigen and providing an antigen binding site (ABS). In 
even more detail, each V region is made up from three 
complementarity determining regions (CDR) separated by 
four framework regions (FR). The CDR's are the most 
variable part of the variable regions, and they perform 
45 the critical antigen binding function. The CDR regions 
are derived from many potential germ line sequences via a 
complex process involving recombination, mutation and 
selection. 

It has been shown that the function of binding 
50 antigens can be performed by fragments of a whole 
antibody. Example binding fragments are (i) the Fab 
fragment consisting of the VL, VH, CL and CHI domains; 
(ii) the Fd fragment consisting of the VH and CHI 
domains; (iii) the Fv fragment consisting of the VL and 
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IfSSigh the two domains of the 'r.g»gt axe 

nSS^ISs a number of limitations associated with 
as SS^^8.^?SiSh^ -SSSi .JJSr^K 

unfortunately, iinmortal antibody-producing human cell 
iiSraS very difficult to establish and they give low 

antibodies have limited therapeutic use. 

35 secondly, a key aspect in the isolation of 

monoclonS antibodies'^is how «»any different clones of 
antibody producing cells with different specificities, 
cSS be prLticall? established and sampled compared to 
hw man? theoretically need to be sampled in order to 

40 isolaS a cell producing antibody with the desired 
specificity Characteristics (Milstein, C., Royal Soo. 
cloonian Lecture, Proc. R. Soc. London B.22i, 1-16, 
ri990n For example, the number of different 
specificitiS exprlss4d at any one time by lymphocytes of 

45 Se murine immune system is thought to ^^^^P^'^^^^^^l^, 
10' and this is only a small proportion of the potential 
repertoire of specificities. However, during the 
isolation of a typical antibody producing cell with a 
desired specificity, the investigator is o'^ly ^^ble to 

50 simple 10^ to 10* individual specif iciti s. The Problem 
irSorse in th human, where one has approximately 10 
l^mpSSJti specificities, with the limitation on sampling 
of 10' or 10* remaining. 

This problem h2s been alleviated to some extent in 

55 laboratory animals by the use of immunisation regimes. 
Thus, where one wants to produce monoclonal antibodies 
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having a specificity against a particular epitope, an 
animal is immunised with an immunogen expressing that 
epitope. The animal will then mount an immune response 
against the immunogen and there will be a proliferation 
5 of lymphocytes which have specificity against the 

epitope. Owing to this proliferation of lymphocytes with 
the desired specificity, it becomes easier to detect them 
in the sampling procedure. However, this approach is not 
successful in all cases, as a suitable immunogen may not 
10 be available. Furthermore, where one wants to produce 
human monoclonal antibodies (eg for therapeutic 
administration as previously discussed), such an approach 
is not practically, or ethically, feasible. 

In the last few years, these problems have in 
15 part, been addressed by the application of recombinant 
DNA methods to the isolation and production of e.g. 
antibodies and fragments of antibodies with antigen 
binding ability, in bacteria such as E.coll . 

This simple substitution of Immortalised cells 
20 with bacterial cells as the 'factory', considerably 
simplifies procedures for preparing large amounts of 
binding molecules. Furthermore, a recombinant production 
system allows scope for producing tailor-made antibodies 
and fragments thereof- For example, it is possible to 
25 produce chimaeric molecules with new combinations of 
binding and effector functions, humanised antibodies 
(e.g. murine' variable regions combined with human 
constant domains or rourlne-antibody CDRs grafted onto a 
human FR) and novel antigen-binding molecules. 
30 Ftirthermore, the use of polymerase chain reaction (PGR) 
amplification (Saiki, R.K., et al.. Science 239 . 487-491 
( 1988 } ) to Isolate antibody producing sequences from 
cells (e.g. hybrldomas and B cells) has great potential 
for speeding up the timescale under which specificities 
35 can be isolated. Amplified VH and VL genes are cloned 
directly into vectors for expression in bacteria or 
mammalian cells (Orlandi, R. , et al., 1989, Proc. Natl. 
Acad. Sci., USA 86, 3833-3837; Ward, E.S., et al., 1989 
supra; Larrlck, J.W., et al., 1989, Biochem. Biophys. 
40 Res. Commun. 160, 1250-1255; Sastry, L. et al., 1989, 
Proc. Natl. Acad. Sci., USA., 86/ 5728-5732). Soluble 
antibody fragments secreted from bacteria are then 
screened for binding activities. 

However, like the production system based upon 
45 immortalised cells, the recombinant production system 
still suffers from the selection problems previously 
discussed and therefore relies on animal immunization to 
increase the proportion of cells with desired 
specificity. Furthermore, some of these techniques can 
50 exacerbate the screening problems. For example, large 
separate H and L chain libraries have been produced from 
Immunized mice and combined together in a random 
combinatorial manner prior to screening (Hus , W.D. t 
al., 1989, Science 246, 1275-1281, W090/14443; WO90/14424 
55 and W090/14430). Crucially however, the information held 
within each cell, namely the original pairing of one L 
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« «Ka,r, -ic lost This loses some, of the 
chain with one H ^^,i°^:_-tion protocols in the 

advantage gained by ""^9 tS^i^S deSi?ed from single VH 
animal. Currently, only l^bj^^^^ supra.) do not 

SSifn^^S^e from Ine stag, of the proauetlon 

'^''"ihe°mS? SlS.«!«'=<»di<totes for this tn« of 
soreeniS SoSd bTprolcaiyotlc oraanlras because they 
screening, wouio simple to manipulate and 

SBiiS^'th.nh^-'i ^itip^^ 

4? an^Stibody, receptor, enzyme etc. In the UK 
!^Sog?obul!S w^re^disclosed. However the protein was 

o^SSgaSr^ftM^SSg SK^n^hSrintibody 
??^?rcS^'be seSeted though bacterial membranes 

^iSts requSe screening of individual °l°^es f °^ 
SSding activity in the same way as do mouse monoclonal 
antibodies.^^ not been shown however, how a functional 
binding domain eg an antibody, antibody fragment 
receptor, enzyme etc can be held on the bacterial surface 
in a configuration which allows sampling of say its 
Mitioen binding properties and selection for clones with 
SSSSle propirties. in large part, this is because the 
bacterial surface is a complex structure, and in the 
gr^egative organisms there is an outer wall which 
CSher complicates the position, further, it has not 
b^shown ?hat eg an antibody domain will fold correctly 
when expressed as a fusion with a surface protexn of 
bacteria or bacteriophage. 

Bacteriophage are attractive prokaryot related 
organisms for this type of screening. In ge^^eral, their 
surface is a relatively simple structure, l^ey CM^ be 
grown easily in large numbers, they are am nable to the 
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practical handling involved in many potential mass 
screening programmes, and they carry genetic information 
for their ovm synthesis within a small, simple package. 
The difficulty has been to practically solve the problem 
5 of how to use bacteriophages in this manner. A Genex 
Corporation patent application number WO88/06630 has 
proposed that the bacteriophage lambda would be a 
suitable vehicle for the expression of antibody 
molecules, but they do not provide a teaching which 
10 enables the general idea to be carried out. For example 
W088/06630 does not demonstrate that any sequences: (a) 
have been expressed as a fusion with gene V; (b) have 
been expressed on the surface of lambda; and (c) have 
been expressed so that the protein retains biological 
.15 activity. Furthermore there is no teaching on how to 
screen for suitable fusions. Also, since the lambda 
virions are assembled within the cell, the fusion protein 
would be expressed intracellularly and would be predicted 
to be inactive. Bass et al., in December 1990 describe 
20 deleting part of gene III of the filamentous 

bacteriophage Ml 3 and inserting the coding sequence for 
human growth hormone (hGH) Into the N-termlnal site of 
the gene. The growth hormone displayed by M13 was shown 
to be functional. (Bass, S., et al. Proteins, 
25 Structure, Function and Genetics (1990) fi: 309-314). A 
fxinctional copy of gene III was always present in 
addition, when this fusion was expressed. A Protein 
Engineering Corporation patent application WO90/02809 
proposes the insertion of the coding sequence for bovine 
30 pancreatic trypsin inhibitor (BPTI) into gene VIII of 
Ml 3. However, the proposal was not shown to be 
operative. For example, there Is no demonstration of the 
expression of BPTI sequences as fusions with protein VIII 
and display on the surface of M13. Furthermore this 
35 dociiment teaches that when a fusion Is made with gene 
III, it Is necessary to use a second synthetic copy of 
gene III, so that some unaltered gene III protein will be 
present. The embodiments of the present application do 
not do this. In embodiments where phagemld is rescued 
40 with M13K07 gene III deletion phage, there Is no 
unaltered gene III present. 

WO90/02809 also teaches that phageraids that do not 
contain the full genome of M13 and require rescue by 
coinfection with helper phage are not suitable for these 
45 purposes because coinfection could lead to recombination. 

In all embodiments where the present applicants 
have used phagemlds, they have used a helper phage and 
the only sequences derived from filamentous bacteriophage 
In the phagemids are the origin of r plication and gene 
50 III sequences. 

WO90/02809 also teaches that their process needed 
information such as nucleotide sequence of the starting 
molecule and its three-dimensioned structure. The use of 
a pre-existing repertoire of binding molecules to select 
55 for a binding member, such as is disclosed herein, for 
example using an immunoglobulin gene repertoire of 
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animals was not disclosed. Further, they do not discuss 
laJoSfAg variegation of their ^^-f "^^^ 
natural blocks of variation such as CDRs of 
immunoglobulins, in order to favour 9^^^!^^^°" 

and WO90/02809), the protein proposed for display is a 
Sngle polypeptide chain. There is no disclosure of a 
m^od for'tiiS display of a dimeric molecule ^ 
expression of one monomer as a fusion with a capsld 
protein and the other PJ^o^ein in a free form. 

Another disdostire published in May 1991 aescrioes 
the insertion into gene VIII of M13, the coding sequences 
Sr one of the two chains of the Fab portxon of an 
SliSSdy with co-expression of the other from a Plasmid. 
The two chains were demonstrated as being expressed as a 
?5ScSonS^b fragment on the surf ace of *J;| P»^^f (^JJ! 
AS et al (1991) Proc. Natl. Acad. Sci, USA, 88 p435d- 
4366). No'disclosure was made of the site of 
into gene VIII and the assay for pAb binding activi^ by 
ELISA used a reagent specific for antibody L chain rather 
than for phage. A further disclosure published in March 
1991 describes the insertion of a fragment of AIDS 
virus protein gag into the N-terminal portion of gene III 
of the bacteriophage fd. The expression of the gag 
protein fragment was detected by immunological methods, 
but it was not shown whether or not the protein was 
expressed in a functional form ( Tsunetsugu-Yokota Y et 
al. (1991) Gene 99 p261-265). 

The problem of how to use bacteriophages in this 
way is in fact a difficult one. The protein must be 
inserted into the phage in such a way that the integrity 
of the phage coat is not undermined, and the PJ^otein 
itself should be functional retaining its biologicax 
activity with respect to antigen binding. Thus, where 
the protein of choice is an antibody, it should fold 
efficiently and correctly and be presented for antigen 
binding. Solving the problem for antibody molecules and 
fragments would also provide a general 

biomolecule which is a member of a specific binding paxr 
e.g. receptor molecules and enzymes. 

Surprisingly, the applicants have been able to 
construct a bacteriophage that expresses and displays at 
its surface a large biologically functional binding 
molecule (eg antibody fragments, and enzymes and 
receptors) and which remains intact and infectious. This 
is described in WO 92/01047, the disclosure of which is 
herein incorporated by ref rence. Readers of the present 
document are urged to consult WO 92/01047 for detailed 
explanation of many of the procedures used in the 
experiments described herein. The applicants have called 
the structur which comprises a virus particle and a 
binding molecule displayed at the viral surface a 
•package'. Where the binding molecule is an antibody, an 
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antibody derivative or fragment, or a domain that is 
homologous to an immunoglobulin domain, the applicants 
call the package a 'phage antibody' (pAb). However, 
except where the context demands otherwise, where the 
5 term phage antibody is used generally, it should also be 
interpreted as referring to any package comprising a 
virus particle and a biologically functional binding 
molecule displayed at the viral surface. 

pAbs have a range of applications in selecting 

10 antibody genes encoding antigen binding activities . For 
example, pAbs could be used for the cloning and rescue of 
hybridomas (Orlandi, R. , et al (1989) PNAS 86 p3833- 
3837), and in the screening of large combinatorial 
libraries (such as found in Huse, W.D. et al., 1989, 

15 Science 246, 1275-1281). In particular, rounds of 
selection using pAbs may help in rescuing the higher 
affinity antibodies from the latter libraries. It may be 
preferable to screen small libraries derived from 
antigen- selected cells (Casali, P., et al., (1986) 

20 Science 234 p476-479) to rescue the original VH/VL pairs 
comprising the Fv region of an antibody. The use of pAbs 
may also allow the construction of entirely synthetic 
antibodies. Furthermore, antibodies may be made which 
have some synthetic sequences e.g. CDRs, and some 

25 naturally derived sequences. For example, V-gene 
repertoires could be made in vitro by combining un- 
rearranged V genes, with D and J segments. Libraries of 
pAbs could then be selected by binding to antigen, 
hypermutated in vitro in the antigen-binding loops or V 

30 domain framework regions, and subjected to further rounds 
of selection and mutagenesis. 

As previously discussed, separate H and L chain 
libraries lose the original pairing between the chains. 
It is difficult to make and screen a large enough library 

35 for a particularly advantageous combination of H and L 
chains. 

For example. In a mouse there are approximately 10^ 
possible H chains and 10' possible L chains. Therefore, 
there are 10" possible combinations of H and L chains, 
40 and to test for anything like this number of combinations 
one would have to create and screen a library of about 
10" clones. 

The present invention provides approaches which 
ameliorate this problem. 

45 In one approach as large a library as is 

practically possible is created which expresses as many 
of the 10" potential combinations as possible. However, 
by virtue of the expression of the H and L chains on the 
surfac of th phage, it is reasonably practicable to 

50 select the desired combination, from all the generated 
combinations by affinity techniques (s e later for 
description of selection formats ) . 

In an approach (called a poly combinatorial 
approach by the present applicants), a large library is 

55 created from two smaller libraries for .selection of the 
desir d combination. The approach involves the creation 
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of: (1) a first library of say 10' e.g. H chains which are 
displayed on a bacteriophage (as a fusion wxth the 
proLin encoded by gene III) ^S^eJ^i;^^! e g^' l 
tetracycline; and (ii) a second library of say 1° e.g. L 
chaSsin which the coding sequences for these light 
Sains are within a plasmid vector and are expressed in 
SeWiplasmic space of a host bacterium. The first 
S?rIS is Sen uf ed to infect the bacteria containi^ 
Second library to provide 1°" combination ofH and L 
^^«^ n« on the surface of the resulting phage In the 
bacterial supernatant. 

The advantage of this approach Is that two 
separate libraries of eg 10' are created In ord^ to 
produce 10" combinations. Creating a 10' library is a 
practical^possiWlity^^^^^^ are then subjected to 
selection (see later for description oj^felection 
formats) as disclosed by the present application. This 
selection will then produce a population of phages 
displaying a particular combination of H and L chains 
having the desired specificity. The phages selected 
however, will only contain DNA encoding one partner of 
the paired H and L chains. The sample eluate containing 
the population is then divided into two Portions. A 
first portion is grown on e.g. tetracycline plates to 
select those bacteriophage containing DNA . „ 

chains which are Involved in the <aeslred antigen binding. 
A second portion is grown on e.g. amplcillln plates to 
select those bacteriophage containing phagemid dna 
encoding L chains which are involved in the desired 
antigen binding. A set of colonies from individually 
isolated clones e.g. from the tetracycline plates are 
then used to infect specific colonies e.g. from the 
amplcillln plates. This results in bacteriophage 
eajressing specific combinations of H and L chains which 
can then be assayed for antigen binding. 

in another approach (called a hierarchical dual 
combinational approach or chain shuffling by the present 
applicants), an Individual colony from either the H or L 
chain clone selected by growth on the antibiotic plates, 
is used to Infect a complete library of clones encoding 
the other chain (H or L). Selection Is as described 
above. This favours Isolation of the most favourable 
combination. 

Phagemids have been mentioned above. The 
applicants have realised and demonstrated that in many 
cases phagemids will be preferred to phage for cloning 
antibodies because it is easier to use them to generate 
more comprehensive libraries of the immune r pertoxre. 
This is because the phagemid DNA is approximately 100 
times more f f icient than bacteriophage DNA in 
transforming bacteria (see example 19 of WO 92/01047). 
Also, the use of phagemids gives th ability to vary the 
number of gene III binding molecule fusion proteins 
displayed on the surface of the bacteriophage (see 
example 17 of WO 92/01047). For example, in a system 
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comprising a bacterial cell containing a phagemid 
encoding a gene III fusion protein and infected with a 
helper phage, induction of expression of the gene III 
fusion protein to different extents, will determine the 
5 number of gene III fusion proteins present in the space 
defined between the inner and outer bacterial membranes 
following superinfection. This will determine the ratio 
of gene III fusion protein to native gene III protein 
displayed by the assembled phage. 
10 Expressing a single fusion protein per virion may 

aid selection of antibody specificities on the basis of 
affinity by avoiding the 'avidity' effect where a phage 
expressing two copies of a low affinity antibody would 
have the same apparent affinity as a phage expressing one 
15 copy of a higher affinity antibody. In some cases 

however, it will be important to display all the gene III 
molecules derived by superinfection of cells containing 
phagemids to have fusions (e.g. for selecting low 
^ff±nitY binding molecules or Improving sensitivity on 
20 ELISA). One way to do this is to superinfect with a 
bacteriophage which contains a defective gene III. The 
applicants have therefore developed and used a phage 
which Is deleted in gene III, described in WO 92/01047. 
^ The demonstration that a functional antigen- 
25 binding domain can be displayed on the surface of phage 
has implications beyond the construction of novel 
antibodies. 'For example. If other protein domains can be 
displayed at the surface of a phage, phage vectors could 
be used to clone and select genes by the binding 
30 properties of the displayed protein. Furthermore, 

variants of proteins, including epitope libraries 'built 
into the surface of the protein, could be made and 
readily selected for binding activities. In effect, 
other protein architectures might serve as "nouvelle" 
35 antibodies. 

The technique provides the possibility of building 
antibodies from first principles, taking advantage of the 
structural framework on which the antigen binding loops 
fold. In general, these loops have a limited number of 
conformations which generate a variety of binding sites 
by alternative loop combinations and by diverse side 
chains. Recent successes in modelling antigen binding 
sites augurs well for de novo design. In any case, a 
high resolution structure of the antigen is needed. 
However, the approach is attractive for making e.g. 

antibodies, particularly for small substrates. 
™f«h^ if®.°!?^^^ binding sites for prosthetic groups 
*° ^^''^ selectively to the 
°* substrate, but also to 
participate directly in bond making and breaking. The 
only question is whether the antibody architecture 
SuffJfii^fi-f?'' 5^"^i"9' is the best starting point for 
building catalysts. Genuine enzyme architectures, such 
as th triose phosphate isomerase (TIM) barrel, might be 
55 more suitable. Like antibodies, TIM eii^ymes also have a 
framework structure (a barrel of fl-strands and a-heliceS) 
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SSlfs^S^" S%SI?e^'SraeT^eJj^ in which 

oL^ass of o-olecules that couXd be •Be^ in 
IScigS^Sl^lSi^SSS-a^lilSSS'on thTsSn.^ 

o°l according to one or more of the formats described 

Alternatively, the P^^e-receptor could beuse^^^^ 
the basis of a rapid screening system for tt^e^^J^Jf °^ 
llS^ds, altered ligands, or PO^e^T^^l^'^^ 
Thi advantages of this system ^^^^y oJ/^P^? 
convenient expression, standard reagents and easy 
handling makes the drug screening application 
oarticularly attractive. In the context of this 
discussion, receptor means a molecule that i'ipas a 
SecSic, or groSp of specific, ligand(s). The natural 
receptor could be expressed on the surface of a 
population of cells, or it could be the extracellular 
domain of such a molecule (whether such a fo"" ^fff^^ 
naturally or not), or a soluble molecule performing a 
Satural binding function in the plasma, or within a cell 

or possibility, is the display of an aizyme 

molecule or active site of an enzyme molecule on the 
sSrIace of a phage (see examples 11-12,30,31,32 and 36 of 
WO 92/01047). Once the phage enzyme is expressed, it can 
be selected by affinity chromatography, for instance on 
columns derlvatlzed with transition state analogues. If 
an enzyme with a different or modified sP^°^f^°^jy^j;?,„^. 
desired, it may be possible to mutate an enzyme displayed 
as a fusion on bacteriophage and then select on a column 
derivatised with an analogue selected to have a higher 
affinity for an enzyme with the desired modified 
specificity. ,^ ^. ^. 

Although throughout this application, the 
applicants discuss the possibility of screening for 
higher affinity variants of pAbs, th y recognise that in 
some applications, for example low affinity 
chromatography (Ohlson, S. et al Anal. Blochem. 169, 
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p204-208 (1988)), It may be desirable to isolate lower 
affinity variants. 

pAbs also allow the selection of antibodies for 
improved stability. It has been noted for many 
5 antibodies, that yield and stability are improved when 
the antibodies are expressed at 30 'C rather than 37 'C. 
If pAbs are displayed at 37 "C, only those which are 
stable will be available for affinity selection. When 
antibodies are to be used in vivo for therapeutic or 
10 diagnostic purposes, increased stability would extend the 
half -life of antibodies in circulation. 

Although stability is important for all antibodies 
and antibody domains selected using phage, it Is 
particularly Important for the selection of Fv fragments 
15 which are formed by the non-covalent association of VH 
and VL fragments. Fv fragments have a tendency to 
dissociate and have a much reduced half-life in 
circulation compared to whole antibodies. Fv fragments 
are displayed on the surface of phage, by the association 
20 of one chain expressed as a gene III protein fusion with 
the complementary chain expressed as a soluble fragment. 
If pairs of chains have a high tendency to dissociate, 
they will be much less likely to be selected as pAbs. 
Therefore, the population will be enriched for pairs 
25 which do associate stably. Although dissociation is less 
of a problem with Fab fragments, selection would edso 
occur for Fab fragments which associate stably. pAbs 
allow selection for stability to protease attack, only 
those pAbs that are not cleaved by proteases will be 
30 capable of binding their ligand and therefore populations 
of phage will be enriched for those displaying stable 
antibody domains. 

The technique of displaying binding molecules on 
the phage surface can also be used as a primary cloning 
35 system. For example, a cDNA library can be constructed 
and inserted into the bacteriophage and this phage 
library screened for the ability to bind a ligand. The 
ligand/binding molecule combination could include any 
pair of molecules with an ability to specifically bind to 
40 one another e.g. receptor/ligand, enzyme/substrate (or 
analogue), nucleic acid binding protein/nucleic acid etc. 
If one member of the complementary pair is available, 
this may be a preferred way of isolating a clone for the 
other member of the pair. 
45 It will often be necessary to increase the 

diversity of a population of genes cloned for the display 
of their proteins on phage or to mutate an individual 
nucleotide sequence. Although in vitro or in vivo 
mutagenesis techniques could be used for either purpose, 
50 a particularly suitable method would be to use mutator 
strains. A mutator strain is a strain which contains a 
genetic def ct which causes DNA replicat d within it to 
be mutated with r spect to its parent DNA. Hence if a 
population of genes as gene III fusions is introduc d 
55 into these strains it will be further diversified and can 
then be transferred to a non-mutator strain, if desired. 
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for display and selection. 

^^^2^^MfcffS?Svel set of applications makes use 
of the binding protein on the phage ^o^^arget the phage 

aenome to a particular cell or group of cells. For 

SSle; a p?b specific for a cell surface molecule could 
b^^ed to bind ?o the target cell via the surf ace 
molecule. The phage could then be internalxsed either 
Sr^gh the action of the receptor itself o^^f^ the 
result of another event (e.g. an electrical discharge 
such as in the technique of ^t?S?^ 
genome would then be expressed if the relevant control 
If^als (for transcription and translation and possibly 
replication) were present. This would be particularly 
usiful if the phage genome contained a sequence whose 
eSression was desired in the target cell (along with the 
appropriate expression control sequences). A useful 
sequence might confer antibiotic resistance to the 
reSpient cell or label the cell by the expression of its 
prodSct (e.g. if the sequence expressed a detectable gene 
product such as a lucif erase, see White, M, et al. 
Techniques 2(4), pl94-201 (1990)), or confer a particular 
proper^ on the target cell (e.g. if the target cell was 
a tumour cell and the new sequence directed the 
expression of a tumour suppressing gene), or express an 
antisense construct designed to turn off a gene or set of 
genes in the' target cell, or a gene or gene product 
designed to be toxic to the target cell. 

Alternatively, the sequence whose expression is 
30 desired in the target cell can be encoded on a phagemid. 
The phagemid DNA may then be incorporated into a phage 
displaying an antibody specific for a cell surface 
receptor. For example, incorporation may be by 
superinfection of bacteria containing the phagemid, with 
35 a helper phage whose genome encodes the antibody fragment 
specific for the target cell. The package is then used 
to direct the phagemid to the target cell. 

This technique of "targeted gene transfer has a 
number of uses in research and also in therapy and 
40 diagnostics. For example, gene therapy often aims to 
target the replacement gene to a specific cell type that 
is deficient in its activity. Targetting pAbs provide a 
means of achieving this. 

In diagnostics, phage specific for particular 
45 bacteria or groups of bacteria have been used to target 
marker genes, e.g. luciferase, to the bacterial host 
(sec, for example, Ulitzer, S., and Kuhn, J., EPA 
85303913.9). If the host range of the phage is 
appropriate, only those bacteria that ar being tested 
50 for, will be infected by the phage, express the 

luciferase g ne and be detected by the light they emit. 
This system has been used to detect the presence of 
Salmonella. On major problem with this approach is the 
initial isolation of a bacteriophage with the correct 
55 host range and then the cloning of a lucif rase gene 
cassette into that phage, such that it is functional. 
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10 SS^^^^^ PacKag^s%%^f«?^°l«^-e "Placable 

Speeif^r. »n:^^nrr rnf" Tsbp) " appropriate. 

15 manager l^l ttiSiitVlrSfif. of molecules (each being a 

20 organisatloJ^o? Se oS2^S2LfP"'^^ 

the property of biSd?S^DSSilSif i' ^° P^lr have 

Examples of types of sLe?«i Jf^f^ ^° other, 
antibody, bl^!a?fdfr to^LJi"?^''^ P^^^^ antlgen- 
reoeptor-ligand enzvmo o.,k^"®~**°""°"® receptor. 

25 Multlm«>w;: gfj^^^^^yn'e-substrate, IgG-proteiS aV 

assoclaJe^Si-^S^afJlas? f'^slcoSf Pf^*"* "ili 
polypeptides are exp^SsId ?n ? P^i^peptlde, when the 
surface of a subs??S?r ?he «uJ!? ""^/^^ the 

f^faoterlophage. Whe?; tJeJe^I f**® provided by 

polypeptides, the asSciatS ««f® associated ^ 
dimer, where there fJl iSlf Polypeptide complex is a 
trimer, multimer etc or f^^^^^er etc. The dimer 

comprise a member of a sSliS^^J^J^^ "^^^ n.ay 

Example mul timer?? Sffi° hindmg pair, 
on an linmunSglobuiln ^SlcSIf ^f?„h^^^ *^°'»^i"s based 

i^unoglobuim molecuJe ?^clii ifSo J°'"^^''f ^'^^^'^ °" an 

f??f "° ^"^°™ation prov?d?nS^iS^ Particle which has 
ability to replicate: The Sr-J^ iP^''^^^^® ""^^^ the 
surface at least part of a display on its 

can be encoded by al^JL^i^^^^^J^'^^' Polypeptide 
particle and/or ar?!??^^^, ?-"^°f"'»*i°n native to S 
45 an ancestor of i? ^S^^i ^^^^^^ partiSle or 

member Of a specific^SlnSS S?r f°^^«Ptide may Se any 
chain domains based on ?L? ^^^^ or light 

enzyme or a receptor Stl ^"^""^S^obulin molecule an 

'° l^^fd Srml'" « -^-«s eg. a bacteriophage 

Packag ""^i^wSlS^iSfpLJi^'i-f^- genetic ^^^P^ay 
specific binding pair af^So displaying a iember of a 

at its surface. This type S paSkao^ hJ" ^"^^^ 

ox package has been called a 
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phage antibody ( pAb ) . 

Antibody ^ i^nunoglobulln "Aether natural 

SiSSl™tr"SiSnoglobulL blnding^^^ These 
proteiSs can be derived from natural sources, or partly 

-^°^ga:??f SSbiSell^nS; imm^glcbul^^ isotypes 
and the rS! F(abM,, scFv, Fv, dAb, Fd fragments. 

This describes a family of polypeptides, me 
members of which have at least one domain wJ^T* . . 
structure related to that of the ^»^i?Ji%°;^f?"2S^ins 
domain of immunoglobulin molecules. The domain ponjaj^s 
tSrB-sheets and usually a conserved disulphide bond (see 
a!?. Williams and A.N. Barclay 1988 Ann. Rev Immunol. 6 
381-405 K members of an immunoglobulin superfamily^ 

are CD4 platelet derived growth factor receptor (PDGFR), 
S?^ellSlar aShesion mollcule. (ICAM). Except where 
the context otherwise dictates, reference to 
immunoglobulins and immunoglobulin homologs in this 
^licition includes members of the immunoglobulin 
superfamlly and homologs thereof. 

^^'^^^his 'terin indicates polypeptides having the same 
or conserved residues at a corresponding Pffi^^o^-J-^ ^^r^ 
theS^rlmary, secondary or tertiary structure. The term 
also ^tendTto two or more nucleotide sequences encoding 
the homoj^ous P^;giJ«-p,,,33 i^aunoglobulin 
isotypes. 

^""^"^"S^r elation to a sbp member displayed on the 
surface of a rgdp, means that the sbp '"Pf'^f^i^ .J^^rSr 
in a folded form in which its specific binding domain for 
its complementary sbp member is the same or closely 
analogous to its native configuration, whereby it 
exhibits similar specificity with respect *o^;the 
complementary sbp member. In this respect, it differs 
from the peptides of Smith et al, supra, which do not 
have a definite folded configuration and can assume a 
variety of configurations determined by the complementary 
1 ^ with which they may be contacted. 



mgmOBxa wx uii uis^ »»— 

fftonAtleallv diverse population 

In connection with sbp members or polypeptide 
components thereof, this Is referring not only to 
diversity that can xlst in the natural population of 
cells or organisms, but also diversity that can be 
created by artificial mutation ia vit^ro or in vijiQ. 

Mutation in vitro may for example, involv random 
mutagenesis using oligonucleotides having random 
mutations of th sequence desired to be varied. la 2ivo 
mutagenesis may for example, use mutator strains of host 
microorganisms to harbour the DNA (see Example 38 of WO 
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92/01047). The word "population" itself may be used to 
denote a plurality of e.g. polypeptide chains, which are 
not genetically diverse i.e. they are all the same. 
Domain 

A domain is a part of a protein that is folded 
within itself and independently of other parts of the 
same protein and independently of a complementary binding 



This is a specific combination of an o-helix 
and/or B-strand and/or fl-tum structure. Domains and 
folded units contain structures that bring together amino 
acids that are not adjacent in the primary structure. 
Free Form 

This describes the state of a polypeptide which is 
not displayed by a replicable genetic display package. 
Conditionally Defective ^ ^ 

This describes a gene which does not express a 
particular polypeptide under one set of conditions, but 
expresses it under another set of conditions. An 
example, is a gene containing an amber mutation expressed 
in non-suppressing or suppressing hosts respectively. 

Alternatively, a gene may express a protein which 
is defective under one set of conditions, but not under 
another set. An example is a gene with a temperature 
sensitive mutation. 

SuDPressib le Translational Stop Codon 

This describes a codon which allows the 
translation of . nucleotide sequences downstream of the 
codon xrnder one set of conditions, but under another set 
of conditions translation ends at the codon. Example of 
suppressible translational stop codons are the amber, 
ochre and opal codons. 

Mutqtpr Strgiy^ ^ x ^ 

This is a host cell which has a genetic defect 
which causes DNA replicated within it to be mutated with 
respect to its parent DNA. Example mutator strains are 
NR9046mutD5 and NR9046 mat Tl (see Example 38). 
Helper Phage 

This is a phage which is used to infect cells 
containing a defective phage genome and which functions 
to complement the defect. The defective phage genome can 
be a phagemid or a phage with some function encoding gene 
sequences removed. Examples of helper phages are M13K07, 
M13K07 gene III no. 3; and phage displaying or encoding 
a binding molecule fused to a capsid protein. 
Vector 

This is a DNA molecule, capable of replication in 
a host organism, into which a gene is inserted to 
construct a r combinant DNA mol cule. 
Phage V ctor 

This is a vector derived by modification of a 
phage genome, containing an origin of replication for a 
bacteri phage, but not one for a plasmid. 
mid Vector 

This is a vector derived by modification of a 
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plasmid genome, containing an origin JJP^^f ^ 
bacteriophage as well as the plasmid origin of 
replication. 

describes . rgdp or "fT^SS 
with the member o£ a ebp displa?^ °Sa^%lS'foWeS^ 

^'o^^nr. si.s?iissj*ii^TcoSsssr=. 

SSpSp?ldes7 or speSific binding pair members, or 
?Sl^pSd^ or sbrmembers difPl^yj^nSiSdSL 
aeieetion or screening to provide an individual 
?S^i?^dS ofST^bers or a mixed population of 
polypeptides or sbp members. 
Pi>n^rtolr6 of Artiflgla^lY P 



This 



A collection of nucleotide eg jequ^s 
derived wholly or partly from a source other than^the 
rearranged immunoglobulin sequences from an animal. 
Svinclude for example, DNA sequences ^. ^ 

SaiS by combining unrearranged V sfg?«^*s ^^J^ ° ^ 
segments Ld DNA sequences encoding VL domains by 
combining^ and^J^segments.^^ ^^^^^ ^ 

oligonucleotide synthesis. 

terminal end of a polypeptide and which directs movement 
of the polypeptide out of the cytosol. 

^^^^ This is a solution used to breakdown the linkage 
between two molecules. The linkage can be « n°™S™^5 
or covalent bond(s). The two molecules can be members of 
a sbp. 

Derivative ^ substance which derived from a 
polypeptide which is encoded by the ^^A within a selected 
Igdp. The derivative polypeptide may differ from the 
encoded polypeptide by the addition, deletion 
substitution or insertion of amino acids, or by the 
linkage of other mol cules to the encod d polyp tiae- 
These changes may be made at the nucleotide or protein 
level. For example the encoded polypeptide may be a Fab 
fragment which is then linked to an Fc tail from another 
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source. Alternatively markers such as enzymes, 
flouresceins etc may be linked to eg Fab, scFv 

*"^®"Scording to one aspect of the invention there is 
5 provided a method of producing multimeric specific 
binding pair (sbp) members, which method comprises 
expressing from a vector in recombinant host organism 
cells a population of a first polypeptide chain of a 
specific binding pair member fused to a component of a 
10 secreted replicable genetic display pacdcage (rgdp) which 
thereby displays said polypeptide chains 
of rgdps, and combining said population with a population 
of a second polypeptide chain of said specific binding 
pair member by causing or allowing first and second 
15 polypeptide chains to come together to form a library of 
said multimeric specific binding pair members displayed 
by rgdps, said population of second polypeptide chains 
not being expressed from the same vector as said 
population of first polypeptide chains, at least one of 
said populations being genetically diverse and expressed 
from nucleic acid that is capable of being packaged using 
said rgdp component, whereby the genetic material of each 
said rgdp encodes a polypeptide chain of a said 
genetically diverse population. 
25 The first and second polypeptide chains may be expressed 
in the same host organism cell, or not expressed in the 
same host organism cells. In the latter case the 
population of second polypeptide chains may comprise a 
repertoire of polypeptides purified from a human or 
30 animal source. 

In a prefered method each said polypeptide chain 
is expressed from nucleic acid which is capable of being 
packaged as a rgdp using said component fusion product. 
The method may comprise introducing vectors 
35 capable of expressing a population of said first 

polypeptide chains into host organisms which express a 
population of said second polypeptide chains in free 
form, or introducing vectors capable of expressing a 
population of said second polypeptide chains in free form 
into host organisms which express a population of said 
first polypeptide chains. 

On the other hand each said second polypeptide 
chains may be each expressed as a fusion with a component 
of a rgdp which thereby displays said second polypeptide 
chains at the surface of rgdps. In other words, both 
first and second chains may be displayed on rgdps by 
fusion to, for example, a capsid problem. In a method 
where soluble chains are combined with fusions of 
polypeptide chains and rgdp component the following steps 
50 may be included: 

(a) forming an extracellular mixture of a 
population of soluble second polypeptide chains and rgdps 
displaying a population of first polypeptide chains; and 

(b) causing or allowing first and second 

55 polypeptide chains to come together to form the library 
of said multimeric specific binding pair members. 
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The extracellular mixture may be partially 
denatured before being renatured to cause or allow said 
first and second polypeptide chains to come together to 
form said library. The population of second polypeptide 
5 chains may comprise a repertoire of polypeptides purified 
from a human or animal source. 

The populations of said polypeptide chains may be 
derived from: 

(i) the repertoire of rearranged 
10 immunoglobulin genes of an animal immunised with 

complementary sbp member; 

(ii) the repertoire of rearranged 
immunoglobulin genes of an animal not immiinised with 
complementary sbp me m ber; 

15 (iii) a repertoire of an artificially rearranged 

immunoglobulin gene or genes; 

(iv) a repertoire of an. immunoglobulin 
homolog gene or genes; or 

(v) a repertoire of sequences derived 
20 from a germ-line immunoglobulin gene or genes; 

(vi) a repertoire of an immunoglobulin 
gene or genes artificially mutated by the introduction of 
one or more point mutations. 

(vii) a mixture of any of (i), (ii), 
25 (ili), (iv), (v) and (vi). 

When a phage is used as rgdp it may be selected 
from the class I phages fd, M13, fl, Ifl, Ike, ZJ/Z, Ff 
and the class II phages Xf, Pfl and Pf3. 

Following combination rgdps may be selected or 
30 screened to provide an individual sbp member or a mixed 
population of said sbp members associated in their 
respective rgdps with nucleic acid encoding a polypeptide 
chain thereof. The restricted population of at least one 
type of polypeptide chain provided in this way may then 
35 be used in a further dual combinational method in 

slection of an individual, or a restricted population of 
complementary chain. 

Nucleic acid taken from a restricted rgdp 
population encoding said first polypeptide chains may be 
40 introduced into a recombinant vector into which nucleic 
acid from a genetically diverse repertoire of nucleic 
acid encoding said second polypeptide chains is also 
introduced, or the nucleic acid taken from a restricted 
rgdp population encoding said second polypeptide chains 
45 may be introduced into a recombinant vector into which 
nucleic acid from a genetically diverse repertoire of 
nucleic acid encoding said first polypeptide chains is 
also introduced. 

The recombinant vector may be produced by 
50 intracellular recombination between two vectors and this 
may b promoted by inclusion in the vectors of secjuences 
at which site-specific recombination will occur, such as 
lox P sequences obtainable from coliphage PI. Site- 
specific r combination may then be catalysed by Cre- 
55 recombinase, also obtainable from coliphage PI. 

The Cr -recombinase used may be expressible under 
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the control of a regulatable promoter. 

Production of a recombinant vector may be used to 
produce nucleic acid encoding a single chain Fv region 
derivative of an immunoglobulin resulting from 
5 recombination between first and second vectors. 

It may be desirable for the vector comprising 
nucleic acid encoding the first polypeptide chain to be a 
phage or phagemid while the vector comprising nucleic 
acid encoding the second polypeptide chain being a 
10 plasmid; or the vector comprising nucleic acid encoding 
the first polypeptide chain to be a plasmid while the 
vector comprising nucleic acid encoding the second 
polypeptide chain is a phage or phagemid. Then, the 
intracellular recombination may take place in a bacterial 
15 host which replicates plasmids preferentially over phages 
or phagemids, or which replicates phages or phagemids 
preferentially over plasmids. It may be advantageous to 
use a system wherein the preferential replication of one 
type of vector over the other is conditional. 
20 This is discussed later with reference to PolA 

strain of E.coli or of another grain-negative bacterium. 

The invention envisages also a method of producing 
multimeric specific binding pair (sbp) members, which 
method comprises 
25 (i) causing or allowing intracellular 

recombination between (a) first vectors comprising 
nucleic acirf encoding a population of a fusion of a first 
polypeptide chain of a specific binding pair member and a 
component of a secreted replicable genetic display 
30 package (rgdp) and (b) second vectors comprising nucleic 
acid encoding a population of a second polypeptide chain 
of a specific binding pair member, at least one of said 
populations being genetically diverse, the recombination 
resulting in recombinant vectors each of which comprises 
35 nucleic acid encoding a said polypeptide fusion and a 
said second polypeptide chain and capable of being 
packaged using said rgdp component; and 

(ii) expressing said polypeptide fusions and 
said second polypeptide chains, producing rgdps which 
40 display at their surface said first and second 

polypeptide chains and which each comprise nucleic acid 
encoding a said first polypeptide chain and a said second 
polypeptide chain. 

This may be with or without a preliminary 
45 selection or restriction of one of the populations of 
second polypeptide chains by any other method according 
to the invention. 

An important aspect of the present invention 
provides a method of producing one or a selected 
50 population of multichain polypeptide members of a 
specific binding pair (sbp members) specific for a 
counterpart specific binding pair member of interest, 
which method comprises the following steps: 
(i) expressing from a vector in recombinant host 
55 organism cells a genetically diverse population of a 

first polypeptide chain of said multichain protein, fused 
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to a component of a replicable genetic display P^ok^ge 
(rgdp) which thereby displays said polypeptide chains at 

the surface of rgdps; 

fii) combining said population with a unique or 
5 ristricSd population of second polypeptide chains of 
SSf ;S?ichain sbp members, not being expressed from the 
same vector as said population of first polypeptide 
chains, said combining forming a library of said 
multichain sbp members displayed by rgdps, said 
10 genetically diverse population being expressed from 
SuclSc acid which is capable of being packaged using 
said rgdp component, whereby the genetic material of each 
said r|dp encodes a said first polypeptide chain; 

(iii) sSlecting by affinity with said counterpart sbp 
15 member of interest multichain sbp members specific for 

said counterpart sbp member associated in their 
respective rgdps with nucleic acid encoding a said first 
polypeptide chain thereof; 

(iv) combining said first polypeptide chains of 

20 multichain sbp members selected in step (iii) with a 
genetically diverse population of second polypeptide 
chains of multichain sbp members, the said second 
polypeptide chains being fused to a component of a rgdp 
which thereby displays them at the surface of rgdps, the 

25 said combining in this step (iv) forming a library of 
multichain sbp members from which one or more multichain 
sbp members specific for said counterpart sbp member are 
selectable by affinity with it. *4w^,,^«„ «^ 

These multichain sbp members may be antibodies, or 

30 other members of the immunoglobulin family, or binding 
fragments thereof, or any other multimeric sbp member. 
See elsewhere in this text for other examples. 

Advantages and benefits of such a method are 
discussed elsewhere in this application. This technique 

35 may be modified for "humanising" antibodies, optxonaliy 
in combination with CDR grafting and perhaps with the use 
of chimaeric polypeptide chains. Useful chimaerics may 
comprise a variable domain derived from a non-human 
animal antibody specific for the antigen of interest and 

40 a human antibody domain, such as one comprising Cyl. A 
genetically diverse population of chimaeric second 
polypeptide chains may be used in step (ii) of the 
method. Each of said population of second polypeptide 
chains combined in step (iv) may be a human chain which 

45 comprises an imposed complementarity determining region 
(CDR) from a non-human animal antibody specific for said 
antigen. If said first polypeptide chains are 
immunoglobulin light chains and said second polypeptide 
chains are immunoglobulin heavy chains. Then it may be 

50 beneficial in a selection of a high specificity humanised 
antibody for the imposed CDR to be CDR3- 

The invention encompasses kits for tise in carrying 
out a method according to any aspect of the invention. A 
kit may have the following components in additional to 

55 ancillary components required for carrying out the 
me-tiiod: 
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(i) a vector having the following features : 
(a) an origin of replication ingle- stranded 

bacteriophage; (b) a restriction site for insertion of 
SScleic Lid 4nioding or a PolyP^PTi'^\;°;P°?^"! 
5 sbp member, (c) said restriction site being in the 5 end 
region of the mature coding sequence of a phage capsid 
protein, and (d) with a secretory leader sequence 
upstream of said site which directs a fusion of the 
capsid protein and sbp polypeptide to the periplasmic 

10 space of a bacterial host; and (ii) another vector 

having some or all of the features (a), (b), (c) and (d) 
of the vector described in (i). ..^^.w^,. 
Another kit for use in carrying out a method 
according to one aspect of the indention may have the 

15 following components in addition to ancillary components 
required for carrying out the method: 
(i) a first vector having the following features: 
(a) a restriction site for insertion of nucleic acid 
encoding or a polypeptide component of an sbp member (b) 

20 said restriction site being in the 5' end region of the 
mature coding sequence of a phage capsid protein and (c) 
with a secretory leader sequence upstream of said site 
which directs a fusion of the capsid protein and sbp 
polypeptide to the periplasmic space of a bacterial host; 

Ui) a second vector having a restriction site for 
insertion of nucleic acid encoding a second said 
polypeptide chain, j j ' x 

(iii) at least one of the vectors having an origin of 

30 replication for single-stranded bacteriophage, and 
(Iv) the vectors having sequences at which site- 
specific recombination will occur. 

In the above methods, the binding molecule may be 
an antibody, or a domain that is homologous to an 

35 immunoglobulin. The antibody or domain may be ei^"®'^ 
naturally derived or synthetic or a combination of both. 
The domain may be a Fab, scFv, Fv dAb or Fd molecule. 
Alternatively, the binding molecule may be an enzyme or 
receptor or fragment, derivative or analogue of any such 

40 enzyme or receptor. Alternatively, the binding molecule 
may be a member of an immunoglobulin superfamily and 
which has a structural form based on an immunoglobulin 
molecule . 

The present invention also provides rgdps as 
45 defined above and members of specific binding pairs eg. 
binding molecules such as antibodies, enzymes, receptors, 
fragments and derivatives thereof, obtainable by use of 
any of the above defined methods. The derivatives may 
comprise members of the specific binding pairs fused to 
50 another molecule such as an enzyme or a Fc tail. 

The invention also includes kits for carrying out 
the m thods hereof. The kits will include the necessary 
V ctors. On such vector will typically have an origin 
of replication for single stranded bacteriophage and 
55 either contain the sbp member nucleic acid or have a 

restriction site for its insertion in the 5' end region 
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«; The restriction sites in the vectors are 

^ preferaJl? 5Se of enzymes which cut only rarely m 
protein coding sequences^ ^ ^^^^ 

required for carrying out the method, the nature of such 
^SJnts dep^ng of course on the particular method 

15 ^^^^1 components may «»"P^i«%helper 

phage, PCR primers, and buffers and enzymes of various 

PCR primers and associated reagents for use where 
20 the sbp members are antibodies may have the following 

?Jr"''™r Aaving homology to the 5' end of the sense 
or anti-sense strand of sequences encoding domains 
of antibodies; and ^v,«o.= 
25 fii) primers including tag sequences 5' to these 

^ homologous sequences which incorporate restriction 

sites' to allow insertion i'^to Y^^!?^! 
with sequences to allow assembly of f«Pi:"=^®JJ^_ 
and VL regions to enable expression as Fv, scFv or 

'° iSo'coiSrSlAded by the present invention is the 

provision of an intermediate product of a dual 
Combinational method, comprising a selected P^ftxally 
Sleeted miKed population of vectors or specific binding 

35 pS; members, sSch as antibodies, which can then be used 
in a further method of combination a^d selection. 

Buffers and enzymes are typically used to enable 
preparation of nucleotide sequences encoding Fv, scFv or 
Fab fragments derived from rearranged or unrearranged 

40 immunoglobulin genes according to the strategies 

described herein. ^ , .„ t? 

The applicants have chosen the filamentous f- 
specific bacteriophages as an example of the type of 
Dhaae which could provide a vehicle for the display oi 

45 bSSng molecules e.g. antibodies and antibody fragments 
and derivatives thereof, on their surface and facilitate 
subsequent selection and manipulation. 

The F-specific phages (e.g. fl, fd and M13) have 
evolved a method of propagation which does not kijl ^^e 

50 host cell and they are used commonly as vehicles for 
r combinant DNA (Romberg, A., DNA Replication, W.H. 
Freeman and Co., San Francisco, 1980). The single 
stranded DNA genome (approximately 6.4 Kb) of ra is 
extruded through the bacterial membrane where it 

55 sequesters capsid sub-units, to produce mature virions. 
These virions are 6 nm in diameter, Ijim in length and 

SUBSTITUTE SHEET 
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each contain approximately 2,800 molecules of the major 
coat protein encoded by viral gene VIII and four 
molecules of the adsorption molecule gene III protein 
(g3p) the latter is located at one end of the virion. 
5 The structure has been reviewed by Webster et al., 1978 
in The Single Stranded DNA Phages, 557-569, Cold Spring 
Harbor Laboratory Press. The gene III product is 
involved in the binding of the phage to the bacterial F- 
pilus . 

10 Although these phages do not kill their host 

during normal replication, disruption of some of their 
genes can lead to cell death (Romberg, A., 1980 supra.) 
This places some restraint on their use. The applicants 
have recognized that gene III of phage fd is an 

15 attractive possibility for the insertion of biologically 
active foreign sequences. There are however, other 
candidate sites including for example gene VIII and gene 
VI. 

The protein itself is only a minor component of 
20 the phage coat and disruption of the gene does not lead 
to cell death (Smith, G. 1988, Virology 1§Z: 156-165). 
Furthermore, it is possible to insert some foreign 
sequences ( with no biological function ) into various 
positions within this gene (Smith, G. 1985 Science 228 ; 
25 1315-1317., Parmley, S.F. and Smith, G.P. Gene: 21 (1988) 
p. 305-318., and de la Cruz, V.F., et al., 1988, J. Biol. 
Chem., 2^: '4318-4322). Smith et al described the 
display of peptides on the outer surface of phage but 
they did not describe the display of protein domains. 

30 Peptides can adopt a range of structures which can be 
different when in free solution, than when bound to, for 
example, an antibody, or when forming part of a protein 
(Stanfield, R-I. et al., (1990) Science 248, p712-719). 
Proteins in general have a well defined tertiary 

35 structure and perform their biological function only when 
adopting this structure. For example, the structure of 
the antibody D1.3 has been solved in the free form and 
when bound to antigen (Bhat, T.N. et al., (1990) Nature 
347, p483-485). The gross structure of the protein is 

40 identical in each instance with only minor variations 

around the binding site for the antigen. Other proteins 
have more substantial conformation changes on binding of 
ligand, for instance the enzymes hexokinase and pyruvate 
dehydrogenase during their catalytic cycle, but they 

45 still retain their overall pattern of folding. This 
structural integrity is not confined to whole proteins, 
but is exhibited by protein domains. This leads to the 
concept of a folded unit which is part of a protein, 
often a domain, which has a well defined primary, 

50 secondary and tertiary structure and which retains the 

same overall folding pattern whether binding to a binding 
partner or not. The only gene sequence that Smith et 
al., describ d that was of sufficient size to encode a 
domain (a minimum of perhaps 50 amino acids) was a 335bp 

55 fragment of a B-galactosidase corresponding to 

nucleotides 861-1195 in the B-galactosidase gene sequenc 
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receptor, the F-pilus of the host Dacterium. aaojr, 
seouences derived from protein molecules have been 



20 




The insertion sites at the N- terminus were more 
- 25 successful in maintaining the structural integrity of the 
gene III protein and displaying the peptides on the 
surface of the. phage. By use of antisera specific for 
the peptides, the peptides inserted into this position 
were shown to be on the surface of the phage. These 

30 authors were also able to purify the phage, using this 
property. However, the peptides expressed by the phage, 
did not possess measurable biological functions of their 
own. , - , 

Retaining the biological function of a molecule 

35 when it is expressed in a radically different context to 
its natural state is difficult. The demands on the 
structure of the molecule are heavy. In contrast, 
retaining the ability to be bound by specific antisera xs 
a passive process which imposes far less rigorous demands 

40 on the structure of the molecule. For example, it is the 
rule rather than the exception that polyclonal antisera 
will recognise totally denatured, and biologically 
inactive, proteins on Western blots (see for example, 
Harlow, E. and Lane, D., Antibodies, a Laboratory Manual, 

45 Cold Spring Harbor Laboratory Press 1988). Therefore, 

the insertion of peptides into a region that allows their 
structure to be probed with antisera teaches only that 
the region allows the inserted sequences to be exposed 
and do s not t ach that the region is suitable for the 

50 insertion of large sequences with demanding structural 
constraints for the display of a molecule with a 
biological or binding function. In particular, it does 
not teach that domains or folded units of proteins can be 
displayed from sequences inserted in this region. 

55 This experience with Western blots is a graphic 

practical demonstration which shows that retaining the 
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ability to be bound ^y^ll^l^l^l^^^^^^ 

rigorous demands on ^he structure °^ ^ J J function, 
does folding for ^^^e^^^^^^^ii^^foSt in which E.coli 

SraS?»iScn «» .o the 

""^ "ii; applicants have i"-stigate4 «» Possibility 
of insortlng the gane "9 =^?|2"SI„J°LS liSJoS if'^fa 
active antibody fragments in" ^he J "ppalent from 

iJS fold efficiently and correctly to display antigen- 

rS^hrSpjfcJSV^^^^ 
rrnrii?"i5fo?^si>^in2""on p^y^ isr- 

«siit»t v^ion if fd bacteriophage that can be 

S lhS^;nTeStS"L^^?s?^«?S'= g!i=an« 

ht,^^ liJSaf JeSSSt e 
applicants chose to insert after amino 1 of the 

sb.ir3SvSe!"?^rjrairsritJs^t^i^^^ 
H nti^^yidherifSJ-^irin^^^^^ 

links VH-VL to CHl-CL (Lesk, A., and Chothia, C. , Nature 
335, 188-190, 1988). ^ ___ 

Surprisingly, by manipulating gfne III of 
bacteriopSge fd, the present applicants have J^en^le 
?o construe? a bacteriophage ^^at displays on its surface 
large biologically functional antibody, enzyme, and 
receptor molecules whilst remaining ^"tacj^^f „ . , . . . _ _ 
infectious. Furthermore, the phages bearing antibodies 
o? desired specificity, can be selected from a background 
of phages not showing this specificity. antibodv 
The sequences coding for a population of antibody 

I mol cules and for insertion into the vector give 
Spression of antibody binding functions on the phage 
^rface can be derived from a variety of sources. For 
SSfJ,"?LS^ird or non-immunised rodents or ™ 
and from organs such as spleen and periph fal blood 

} ??mphoSytes The coding sequences are d«f ^Y^f J^^^^ 
sources by techniques familiar to those skilled in the 
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art: (Orlandi, R. , et al., 1989 supra; ^J^f^i^^-"" 
al., 1989 supra; Chiang, Y.L., et al-, 1989 Bio 
Techniques 7, p. 360-366; Ward E.S, et al., 1989 supra, 

5 ^^^"^'TS;'dSc?isirfSadrErthe present applicants is 
' importaSf aSd P^vides a significant breakthrough in the 

Sn¥iSMiii?^S^^^^^^^ 

iie<» of r-ecoinbinant methods. ^ ^. 

of the desired specificity, one has to 
particular transformed E.coli expressing the ^^sired 
knSbody polypeptide. Furthermore, the vector containing 
Se cSdLg sSuJnce for the desired antibody polypeptide 
Sen^rlo bHsolated for use from E.coli in further 



20 



25 



processing^teps however, the desired 

antibody polypeptide when expressed, is already Packaged 
Sth iti gene cSding sequence. This means that when the 
an Sntibody polypeptide of desired specificity is 
selected, there is no need to return to the original 
culture for 'isolation of that sequence. Furthermore, in 
preJSSSs methods in standard recombinant techniques, each 
clone expressing antibody needs to be screened 
30 SdividSlly. The present application provides for the 
selection of clones expressing antibodies with desxred 
properties and thus only requires screening of clones 

from an enriched pool. , ^ ^ 

trom a^g^^^^^^ ^ ^ pAb) displays a member of a 

35 specific binding pair (eg. an antibody of monoclonal 
antigen-binding specificity) at the surface of a 
relatively simple replicable structure also containing 
the genetic information encoding the member, rgdps eg 
pAbs, that bind to the complementary member of the 

40 Specific binding pair (eg antigen) can be recovered very 
efficiently by either eluting off the complementary 
member using for example diethylamine, high salt etc and 
infecting suitable bacteria, or by denaturing the 
structure, and specifically amplifying the sequences 

45 encoding the member using PGR. That is, there is no 
necessity to refer back to the original bacterial clone 
that gave rise to the pAb. ^. 

For some purposes, for example immunoprecipitation 
and some diagnostic tests, it is advantageous to use 

50 polyclonal antibodies or antibody fragments. The present 
invention allows this to be achieved by either selection 
of an enriched pool of pAbs with desired properties or by 
mixing individually isolated clones with desired 
properties. The antibodies or antibody fragments may 

55 then be expressed in soluble form if desired. Such a 
selected polyclonal pAb population can be grown from 
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stocks of phage, bacteria containing phagemids or 
bacteria expressing soluble fragments derived from the 
selected polyclonal population. Thus a reagent 
equivalent to a polyclonal antiserum is created which can 
5 be replicated and routinely manufactured in culture 
without use of animals. 

SELECTION FORMATS AND AFFINITY MATURATION 

Individual rgdps eg pAbs expressing the desired 
specificity eg for an antigen, can be isolated from the 
10 complex library using the conventional screening 

techniques (e.g. as described in Harlow, E., and Lane, 
D., 1988, supra Gherardi, E et al. 1990. J. Immunol, 
meth. 126 p61-68). 

The applicants have also devised a series of novel 
15 selection techniques that are practicable only because of 
the unique properties of rgdps. The general outline of 
some screening procedures is illustrated in figure 15 
using pAbs as an example type of rgdp. 

The population/library of pAbs to be screened 
20 could be generated from immunised or other animals; or be 
created in vitro by mutagenising pre-existing phage 
antibodies (using techniques well-known in the art such 
as oligonucleotide directed mutagenesis (Sambrook, J., et 
al., 1989 Molecular Cloning a Laboratory Manual, Cold 
25 Spring Harbor Laboratory Press). This population can be 
screened in one or more of the formats described below 
with reference to figure 15, to derive those individual 
pAbs whose antigen binding properties are different from 
sample c. 
30 Binding Elutlon 

Figure 15(1) shows antigen (ag) bound to a solid 
surface (s) the solid surface (s) may be provided by a 
petri dish, chromatography beads, magnetic beads and the 
like. The population/library of pAbs is then passed over 
35 the ag, and those individuals p that bind are retained 
after washing, and optionally detected with detection 
system d. A detection system based upon anti-fd antisera 
is illustrated in more detail in example 4 of WO 
92/01047. If samples of bound population p are removed 
40 under increasingly stringent conditions, the binding 
affinity represented in each sample will increase. 
Conditions of increased stringency can be obtained, for 
example, by increasing the time of soaking or changing 
the pH of the soak solution, etc. 
45 Competition 

Referring to figure 15(ii) antigen ag can 
be bound to a solid support s and bound to saturation by 
the original binding molecule c. If a population of 
mutant pAb (or a set of unrelated pAbs) is offered to the 

50 complex, only those that have higher affinity for antigen 
ag than c will bind, in most examples, only a minority 
of population c will be displaced by individuals from 
population p. If c Is a traditional antibody molecule, 
all bound material can be recovered and bound p recovered 

55 by infecting suitable bacteria and/or by use of standard 
techniques such as PCR. 
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An advantageous application is where g /^^^jj ^ 
a recentor and c the corresponding Ixgand. The recovered 
boSd ?opilSion p is then related structurally to the 
;ISptor binding site/and or ^^9^? ' , °^ 
specificity is known to be very useful in the 
pharmaceutical Jndustry^^^^ ,ppi,eation is where ag is an 

SuS«ous uses in research and the diagnostic and 
^™rj?tsJif?ris^difficult to select directly f^^^ 
anti-idiot?pe antibodies. pAbs would give the ability to 
dS this directly by binding pAb libraries eg a naive 
libJSy) to B cells (which express antibodies on their 
iSSS and isolating those phage that^ojjf^^^i^' „ 

In some instances it may prove advantageous to 
nre-select population p. For example, in the ant i- 
iSolSS^SSle above: p can be absorbed against a 
related antibody that does not bind the antigen. 

However, if c is a pAb, then either or both c and 
p can advantageously be marked in some way to ^oth 
disSnguish aSd select for bound p over bound c. This 
SSkiiTcan be physical, for ^^^^^ 'lL?±i fH ^ ^ 
with biotin; or more advantageously, genetic. For 
example, c can be marked with an EcoB restriction site, 
whilst p can be marked with an EcoK restriction site (see 
cSter, P. et al., 1985, Nucl. Acids Res. 4431-4443 ) . 

When bound p+c are eluted from the antigen and used to 
infect SitLle bacteria, there is restriction (and thus 
no orowth) of population c (i.e. EcoB restricting 
tocS?Ia in this example). Any phage that ^rew would be 
greatly enriched for those individuals from p with higher 
binding affinities. Alternatively, the genetic marking 
can be achieved by marking p with new sequences, which 
can be used to specifically amplify p from the mixture 
using P^^^^ ^^^^^ amplified using for 

example PGR or bacterial infection, it is also Possible 
to rescue the desired specificity even insufficient 
individuals are bound to allow detection via conventional 
techniques . _ . 

The preferred method for selection of a phage 
displaying a protein molecule with a d^^ired specif icity 
or affinity will often be elution from an affinity matrix 
with a ligand (eg example 21 of WO 92/01047). Elution 
v±th increasing concentrations of ligand should elute 
phage displaying binding molecules of increasing 
affinity. However, when eg a pAb binds to its antigen 
with high affinity or avidity (or another protein to its 
binding partner) it may not be possibl to elute the pAb 
from an affinity matrix with molecule related to the 
antigen. Alternatively, there may be no suitable 
specific luting molecule that can be prepared in 
sufficiently high concentration. In these cases it xs 
necessary to use an elution method which is not specific 
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to eg the antigen-antibody complex. Some of the non- 
specific elution methods generally used reduce phage 
viability for instance, phage viability is reduced with 
time at pH12 (Rossomando, E.F. and Zinder N.D. J. 
5 Mol.Biol. 36 387-399 1968). There may be interactions 
between eg antibodies and affinity matrices which cannot 
be disrupted without completely removing phage 
infectivity. In these cases a method is required to 
elute phage which does not rely on disruption of eg the 

10 antibody - antigen interaction. A method was therefore 
devised which allows elution of bound pAbs under mild 
conditions (reduction of a dithiol group with 
dithiothreitol ) which do not disrupt phage structure 

« (example 47 of WO 92/01047). 

15 This elution procedure is just one example of an 

elution procedure under mild conditions. A particularly 
advantageous method would be to introduce a nucleotide 
sequence encoding amino acids constituting a recognition 
site for cleavage by a highly specific protease between 

20 the foreign gene inserted, in this instance a gene for an 
antibody fragment, and the sequence of the remainder of 
gene III. Examples of such highly specific proteases are 
Factor X and thrombin. After binding of the phage to an 
affinity matrix and elution to remove non-specific 

25 binding phage and weak binding phage, the strongly bound 
phage would be removed by washing the column with 
protease under conditions suitable for digestion at the 
cleavage site. ' This would cleave the antibody fragment 
from the phage particle eluting the phage. These phage 

30 would be expected to be infective, since the only 

protease site should be the one specifically introduced. 
Strongly binding phage could then be recovered by 
infecting eg. E.coli TGI cells. 

An alternative procedure to the above is to take 

35 the affinity matrix which has retained the strongly bound 
pAb and extract the DNA, for example by boiling in SDS 
solution. Extracted DNA can then be used to directly 
transform E.coli host cells or alternatively the antibody 
encoding sequences can be amplified, for example using 

40 PCR with suitable primers such as those disclosed herein, 
and then inserted into a vector for expression as a 
soluble antibody for further study or a pAb for further 
rounds of selection. 

Another preferred method for selection according 

45 to affinity would be by binding to an affinity matrix 
containing low amounts of ligand. 

If one wishes to select from a population of 
phages displaying a protein molecule with a high affinity 
for its ligand, a preferred strategy is to bind a 

50 population of phage to an affinity matrix which contains 
a low amount of ligand. There is competition between 
phage, displaying high affinity and low affinity 
proteins, for binding to the ligand on the matrix. Phage 
displaying high affinity protein is preferentially bound 

55 and low affinity protein is washed away. The high 

affinity protein is then recovered by elution with the 
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ligand or by o1:her Procedures which eluje the phage from 
the affinity matrix (example 35 of WO 9Z/uj.u«/ 
"^""S'^JL^S lSS?'?S'recovery the P-J^eJu^ 

Skilled in the art eg. ^^tSSfsSl 
substrate and complementary sbp member to '^^i®^!® f.^". 
nackSed DNA and sbp member. At any rate, the objective 
fsl^o^obta^n Se Dn! from the package 
used directly or indirectly, to express the sbp member 
encoded thereby . ^^^^ selection procedure for 

pAbs and ?ht abilit^^to create very l?-9®/if JJ^«|^Sr' 
¥hat the immunisation techniques developed 
the proportion of screened cells producing antibodies of 
int^es? will not be an absolute requirement. The 
technique allows the rapid isolation of binding 
i^SSicities eg antigen-binding specifioxties including 
those that would be difficult or even unobtainable by 
conventional techniques, for example °®*®if 
idiotypic antibodies. Removal of the a»»i«'a^^^i*°3®^^f'' 
is now possible, once a complete library of the immune 
repertoire has been constructed. „.,«KaT. 
?hS structure of the pAb molecule can be used in a number 
of other applications, some examples of which are. 

"' ^""^ ^g^^^STSo lecular entity in itself, rgdps eg 
pAbs combine the ability to bind a specific "jolecule eg 
Sntigen with amplification, if the major coat protein is 
used to attach another moiety. This moiety can be 
attached via immunological, chemical, or any other means 
Ind can be used, for example, to 1^^®^ ^J^^P^J^ "^^^^ 
detection reagents or cytotoxic molecules for use in vivo 
or in vitro . 
Physical Detection 

The size of the rgdps eg pAbs can be used as a 
marker particularly with respect to physical methods of 
detection such as electron microscopy and/or some 
biosensors, e.g. surface plasmon resonance. 
Dlacmostie Assays 

The rgdps eg pAbs also have advantageous uses in 
diagnostic assays, particularly where separation can be 
effected using their physical properties for example 
centrifugation, filtration etc. 

In order that the invention is more fully 
understood, embodiments will be described in more detail 
by way of example only and not by way of limitation with 
reference to the figures described below. 

BRIEF DESCRIPTION nv THE FIGURES 

Fig, 1 shows plots of the probability of isolating 
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an antibody with a given p[K] value against the size of a 
library 2 outlines a strategy to clone heavy chain as 
gS fusion on phage, light change being expressed as 
soluble fragments from a phagemid. 

Fig. 3 shows a cloning strategy wherein only one 
of the two replicons is capable of being packaged into a 
filamentous particle. 

Fig. 4 shows various possible combinations o£ 
heavy and light chains, gene 3 fusions, and replicons in 
polycombinantorial libraries. , . w \. ^ 

Fig. 5 shows a strategy for cloning heavy chains 
as gS fusions on phage with combination with purified 
light chains in vitro. ^ 

Fig. 6 illustrates the use of sites specific 
recombination for construction of polycombinantorial 
libraries. ^ g^^Q^g .^he sequence of the template clone 
used in example 1. This is Aab NQIO.12.5 (Hoogenboom et 
al 1991, supra). ^ , ^ w 

Fig. 8 illustrates a strategy for cloning heavy 
and light chains as separate elements. 

Fig. 9 shows the sequence of polylinker used in 
pUC19 and pUC119 derivatives in example 1. 

Fig. 10 shows the results of the infection 
experiments described in example 1, illustrating 
interference* between phage and phagemid vectors . 

Fig. 11 illustrates the effect on ELISA signal of 
interference between phage and phagemid vectors, compared 
with phage and plasmid. 

Fig. 12 shows ELISA results which show that only 
when the correct heavy and light chain combination is 
used is a functional antibody produced, as demonstrated 
in example 3. 

Fig. 13 shows an example of a scheme for 
humanising a mouse monoclonal antibody. 

Fig. 14 shows the basic structure of the simplest 
antibody molecule IgG. 

Fig. 15 shows schematically selection techniques 
which utilise the unique properties of pAbs; 15(i) shows 
a binding/elution system; and 15 (ii) shows a competition 
system (p=pAb; ag=antigen to which binding by pAb is 
required; c-competitor population e.g. antibody, pAb, 
ligands; s=substrate (e.g. plastic beads etc); 
d<=detection system. 

Fig. 16 shows the sequence around the cloning site 
in gene III of fd DOGl. Restriction enzyme sites are 
shown as well as the amino acids encoded by antibody 
derived sequences. These are flanked at the 5' end by 
the gene III signal peptide and at the 3' nd by 3 
alanine residues (encoded by the Not 1 restriction site) 
and the remaind r of the mature gene III protein. The 
arrow shows the cleavage site for cutting of the signal 
p ptide. 

Fig. 17 shows a) the phagemid pHENl a derivative 
of pUC119 described in example 24; and b) the cloning 
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sites in the phagemid pHEN. 

Fig. 18. The antibody constructs cloned into fd-DOGl 
and pHENl for display on the s^'^^^ace of phage. 
ConstTiiets I II III and IV were cloned into both fd- 
^ roS^? ApaLI-NotI frSnents) and pHENl (as Sfil-NotI 
fragments) and pHENl (as Sfil-NotI fragments). All the 
S^Scts contined the heavy chain (VH) and light chaxn 
(VK) variable regions of the mouse anti-ph^ 
10 NQIO.12.5. The constant domains were human CK and CHi 
(y 1 isotype). 

Fig 19. Three ways of displaying antibody 
fragments on the surface of phage by fusion to gene III 
15 protein. 

Disclosed here are methods for preparing extremely 
diverse libraries of antibody heavy and light chains. 
Heavy and light chains are cloned on separate replicons 

20 and functional antibody produced by post-translational 
assembly of heavy and light chains in vivo or in vitro, 
such that the final number of combinations created is the 
number of heavy chains multiplied by the number of light 
chains. Such a format is also convenient for chain- 

25 shuffling, mutagenesis, humanising and CDR 'imprinting . 
These methods can also be applied to other proteins in 
which two or more different subunits assemble to create a 
fiujctional oligomer. 

30 The first functional antibody molecules to be 

expressed on the surface of filamentous phage were 
single-chain Fv's (scFv), so-called because heavy and 
light chain variable domains, normally on two separate 
proteins, are covalently joined by a flexible linker 

35 peptide. Alternative expression strategies have also 
been successful. Monomeric Fab molecules can be 
displayed on phage if one of the chains (heavy or light) 
is fused to g3 capsid protein and the complementary chain 
exported to the periplasm as a soluble molecule. The two 

40 chains can be encoded on the same or on different 
replicons; the important point is that the two antibody 
chains assemble post-translationally and the dimer is 
incorporated into the phage particle via linkage of one 
of the chains to g3p. 

45 

More recent cloning experiments have been performed 
with 'phagemid' vectors which have ca. 100-fold higher 
transformation efficiencies than phage DNA. These are 
plasmids containing the intergenic region from 
50 filamentous phages which enables single-strand d copies 
of the phagemid DNA to be produced, and packaged into 
infectious filamentous particles when cells harbouring 
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them are infected with 'helper' phages providing the 
phage components in trans . When phagemids contain glll 
fused to an antibody gene (e.g. pHEN-1), the resulting 
fusion protein is displayed on the phagemid particle 
5 (Hoogenboom, H.R., A.D. Griffiths, K.S. Johnson, D.J. 
Chiswell, P. Hudson and G. Winter. (1991). Multi-subunit 
proteins on the surface of filamentous phage: 
methodologies for displaying antibody (Fab) heavy and 
light chains. Nucleic Acids Res . 19 (15), 4133-4137). 
10 Considerable progress has been made in developing 
efficient strategies for cloning antibody genes, a factor 
which becomes most important when dealing with large 
numbers of different antibody fragments such as 
repertoires . 

15 

The cloning vector fd-DOG-1 was used in early work 
with phage antibody repertoires in which scFv fragments 
were derived from spleen m RNA of mice immunised with the 
hapten oxazalone (Clackson, T., H.R. Hoogenboom, A.D. 

20 Griffiths and G. Winter. (1991). Making antibody 
fragments using phage display libraries. Nature 352, 624- 
628); VH and VL domains were separately amplified then 
linked at random via a short DNA fragment encoding the 
scFv linker peptide to produce a library of approximately 

25 10^ different clones. This was panned against the 
Inmunising 'antigen to select combinations of VH and VL 
which produced functional antibodies. Several binders 
were Isolated, one in particular having an affinity not 
far below that of the best monoclonal anltbodles produced 

30 by conventional hybrldoma technology. 

In a mouse, at any one time there are approximately 
lO" possible H chains and 10^ possible L chains, making a 
total of 10^2 possible VHrVL combinations when the two 

35 chains are combined at random (these figures are 
estimates and simply provide a rough guide to repertoire 
size). By these figures, the above mouse library sampled 
only 1 in 10^ of the possible VHrVL combinations. It is 
likely that good affinity antibodies were isolated 

40 because the spleen cells derived from an immunised donor, 
in which B cells capable of recognising the antigen are 
clonally expanded and producing large quantities of Ig 
mRNA. The low library complexity in this experiment is 
partly due to the intrinsically low transformation 

45 efficiency of phage DNA compared to plasmld (or 
phagemid). 

Marks et al. (Marks, J.D, Hoogenboom, H.R., Bonnert, 
T.P., McCafferty, J., Griffiths, A.D. and Winter, G. 
50 (1991) By-passing immunization: Human antibodies from V- 
gene libraries displayed on phage. J.Mol.Biol. 222, 581- 
597) and PCT/GB91/01134 describe construction of an 
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antibody repertoire from uniminunised humans cloned in the 
phagemid pHEN-1. This library, consisting of 3.10' 
clones has so far yielded specific antibodies to ten 
different antigens. These antibodies have the moderate 
5 affinities expected of a primary immune response, 
demonstrating that usable antibodies to a range of 
structurally diverse antigens can indeed be Isolated from 
a single resource. 

XO New binders can be created fxw clones isolated from 

phage antibody libraries using a procedure called 'chain- 
shuffling'. In this process one of the two chains is 
fixed and the other varied. For example, by fixing the 
heavy chain from the highest affinity mouse anti-OX phage 

15 antibody and recloning the repertoire of light chains 
alongside it, libraries of 4.10'' were constructed. 
Several new OX-binders were isolated, and the majority of 
these had light chains that were distinct from those 
first isolated and considerably more diverse. These 

20 observations reflect the fact that a small library is 
sufficient to tap the available diversity when only one 
chain is varied, a useful procedure if the original 
library was not sufficiently large to contain the 
available diversity. 

25 

The s£ze of the library is of critical importance. 
This is especially true when attempting to isolate 
antibodies from a naive human repertoire, but is equally 
relevant to Isolation of the highest affinity antibodies 
30 from an immunised source. 

It is clear that while phage display is an 
exceptionally powerful tool for cloning and selecting 
antibody genes, we are tapping only the tiniest fraction 

35 of the potential diversity using existing technology. 
Transformation efficiencies place the greatest limitation 
on library size with 10^ being about the limit using 
current methods. Rough calculations suggest that this is 
several orders of magnitude below the target efficiency; 

40 more rigourous analysis confirms it. 

Perelson and Oster have given theoretical 
consideration to the relationship between size of the 
immtine repertoire and the likelihood of generating an 
45 antibody capable of recognising a given epitope with 
greater than a certain threshold affinity, K. The 
relationship is described by the equation: 



50 
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value K by any antibody in the repertoire. 

N> number of different antibodies in the 
repertoire. 

5 

and p[K]« probability that an individual antibody 
recognises a random epitope with an affinity 
above the threshold value K. 

10 In this analysis ptK] is inversely proportional to 

affinity, although an algorithm describing this 
relationship precisely has not been deduced. Despite 
this, it is apparent that the higher the affinity of the 
antibody, the lower its p[K] and the larger the 

15 repertoire needs to be to achieve a reasonable 
probability of isolating the antibody. The other 
important feature is that the function is exponential; as 
shown in fig.l, a small change in library size can have 
either a negligible or a dramatic effect on the 

20 probability of isolating an antibody with a given p[K] 
value, depending upon what point on the curve is given by 
the library size. 

The applicants have realised that the limitations of 
25 transformation efficiency (and therefore the upper limit 
on library 'size) can be overcome by efficient methods of 
introducing ONA into cells. In the preferred 
configuration, heavy and light chain genes are cloned 
separately on two different replicons, at least one of 
30 which is capable of being incorporated into a filamentous 
particle. Infectious particles carrying one chain are 
infected into cells harbouring the complementary chain; 
infection frequencies of >90% can be readily achieved. 
Heavy and light chains are then able to associate post- 
35 trai^lationally in the periplasm and the combination 
displayed on the surface of the filamentous particle by 
virtue of one or both chains being connected to g3p. For 
example, a library of 10^ heavy chains is cloned as an 
unfused population in a phagemld, and lO"^ light chains 
40 are cloned as gS fusions in fd-DOG-1. Both populations 
are then expanded by growth such that there are 10' of 
each heavy chain-containing cell and lO"^ copies of each 
light chain phage. By allowing the phage to infect the 
cells, 10' X 10' = 10^^ unique combinations can be 
45 created, because there are 10^ cells carrying the same 
heavy chain which can each be infected by 10^ phage 
carrying different light chains. When this is repeated 
for each different heavy chain clone then one ends up 
with up to 10-»-4 different heavy/light combinations in 
50 different cells. This strategy is outlined in fig. 2, 
which shows the heavy chain cloned as g3 fusions on phage 
and th light chains expressed as soluble fragments from 
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a phagemid. Clearly, the reverse combination, light 
chains on phage, heavy chain on phagemid, is also 
tenable. 

5 In this configuration shown in fig. 2, fd-DOG 

'rescues' the phagemid so that both phage and phagemid 
DNA is packaged into filamentous particles, and both 
types will have paired heavy and light chains on their 
surface, despite having the genetic information for only 
10 one of them. For a given antigen or epitope, the vast 
majority of the heavy and light chain pairings will be 
non-functional, so that selection on antigen will have 
the effect of vastly reducing the complexity of the heavy 
and light chain populations. After the first round of 
15 selection the clones are re-assorted, in this example by 
infecting fresh host cells and selecting for both 
replicons. After several rounds of antigen selection and 
recovery of the two replicons, the considerably reduced 
heavy and light chain populations can be cloned onto the 
20 same replicon and analysed by conventional means. One 
technical problem with this arrangement is so-called 
•interference' between filamentous phage origins of 
replication carried on different replicons as a result of 
con^etition for the same replication machinery. This 
25 problem can be ameliorated by construction of 
'interference-resistant' mutants of either phage and/or 
phagemid origins (Johnston, S. and Ray, D.S. Interference 
between M13 and oriMlS plasmids is mediated by a 
replication enhancer sequence near the viral strand 
30 origin. (1984) J.Mol.Biol. 177, 685-700) or through 
control of copy number e.g. by replacing the origin of 
double-stranded replication on the phagemid (distinct 
from filamentous phage intergenic region) with that of, 
for example, a temperature sensitive runaway replicon. 
35 In this way the copy number of the resident phagemid can 
be kept down to minimise interference so that the phage 
can establish, then the phagemid copy number allowed to 
increase for expression of the antibody. 

40 Alternatively, only one of the two replicons need be 

capable of being packaged into a filamentous particle. 
Such a strategy is outlined schematically in fig. 3 and 
reduced to practice in example 2. A library of light 
chains is cloned in the plasmid pUC19 and the heavy 

45 chains are es^ressed as g3 fusions in fd-D06-l. There is 
no Interference in this case since the replication 
mechanisms are distinct. The main operational difference 
here is that the process results in selection of, in this 
case, the best h avy chains; the light chains are not 

50 cloned. The appropriate light chains are isolat d later 
when the selected heavy chains are clon d together with 
the repertoire of light chains on the same replicon, then 
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selected conventionally. 

Again, this principle can be translated into an 
array of alternative formats with different combinations 
5 of vectors, chains and gS fusions as shown in figure 4. 

Another configuration is to clone the heavy chains 
as gS fusions on phage and add purified light chains in 
vitro , as shown in fig. 5. These chains are partially 

10 denatured by the addition of Guanldlne hydrochloride to 
5M final concentration, then the denaturant dialysed away 
so that heavy and light chains assemble to create 
functional antibody combining sites on the phage surface, 
which can then be selected on antigen and the appropriate 

15 heavy chain phage isolated. If necessary, the selection 
can be repeated with fresh light chain. Appropriate 
concentrations of other denaturants such as Urea or 
Potassium isothiocyanate will also prove effective. 
Having operated this procedure, one Is left with a vastly 

20 reduced population of heavy chain genes which can then be 
cloned together with the light chain repertoire, 
preferably on the same replicon. The soluble chain can 
be produced by recombinant DNA technology, one or more 
monoclonal antibodies or from serum antibody. The 

25 reverse configuration, i.e. light chain on phage in 
conjunction with soluble heavy chain, or fragments of 
heavy chain. Is also tenable. Also contemplated are 
alternative methods of linking heavy and light chains, 
which could be linked for example, by chemical 

30 modification. 

So far, the procedures described work on the 
principle of first reducing the complexity of the 
repertoire with possible subsequent recloning one or both 

35 chains of the reduced population. Alternative methods 
enabling both chains to be cloned on the same replicon 
with high efficiency have also been devised. These again 
rely on cloning heavy and light chain genes on separate 
replicons, but this time with the aim of promoting 

40 recombination between the two vectors so that both chains 
are placed on the same replicon. A schematic is shown in 
fig. 6 in which the recombination system is based on the 
lox P/Cre recorabinase system of coliphage PI (Hoess, R.H. 
and Abremski, K. (1990) The Cre-lox recombination system. 

45 In •Nucleic acids and Molecular Biology*. Eckstein, F. 
and Lilley, D.M.J, eds. Vol 4, pp99-109. Springer- Verlag, 
Berlin, Heidelberg). Cre-recombinase catalyses a highly 
specific recombination event at sequences called lox. lox 
P, th recombination site in phage Pi consists of two 

50 TSbp invert d repeats separat d by an 8bp non- symmetrical 
core (fig.6). In the configuration detailed in fig. 6 
soluble light chain is cloned onto a phagemid containing 
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a single lox P site. The heavy chains are cloned onto a 
plasmld as 3g fusions. Alongside the gS fusion Is the 
gene for a selectable marker, and the 
heavychaln/g3 /marker sequence flanked by two lox P sites. 
5 This plasmld also contains the Cre recomblnase on a 
regulatable promoter and has an origin of double-stranded 
replication that is compatible with that on the phagemid 
in addition to that on the helper phage e.g. pl5A, RSF 
1010 and col El origins will co-exist in the same cell. 

10 The phagemids are then infected into cells containing the 
donor plasmic and the Cre recomblnase promoter induced, 
so that recombination between the lox P sites occurs 
dLnside infected cells. Some of these recombination 
events will lead to the heavychain/g3 /marker sequences 

15 transferring as a block onto the phagemid at its single 
lox P site. Phagemids are then rescued with a helper 
phage such as M13K07 and the resulting phagemid particles 
either directly selected on antigen or infected into 
fresh host cells and grown with selection for the 

20 presence of both markers; one from the phagemid itself 
and the other from the heavychain/g3 /marker block. 

The use of site-specific recombination to bring 
genes onto the same replicon may be extended to creation 

25 of a continuous coding sequence on the same replicon, for 
example to construct single-chain Fv molecules. There is 
a single open reading frame in the loxP sequence that 
could be Incorporated into an scFv linker which would 
then be a substrate for Cre-catalysed site-specific 

30 irecombination. Placement of such modified scFv linker 
sequences at one or both ends of the genes to be fused 
can then result in creation of continuous open reading 
frames in vivo or in vitro when Cre recomblnase is 
provided. 

35 

The strategy can be refined further if the Cre- 
ca-taiysed recombination takes place in a polA strain of 
bacteria, preferably E.coli or other gram negative 
bacterium; these cells are deficient in DNA polymerase I 

40 and are unable to support replication of plasmids 
(Johnston, S. and Ray, D.S. 1984, supra). However, they 
are able to support replication of filamentous phage and 
plasmids containing filamentous phage intergenic regions. 
By selecting for the presence of both selectable markers 

45 in the same pol A cell, successful recombination events 
are enriched, since recombination must take place for the 
second marker gene to be replicated and expressed. The 
resulting cells are now the complete repertoire and can 
b propagat d as cells and infect d with helper phage to 

50 produce phagemids containing the genes for both chains 
and expr sslng them on their surface. 
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Other general and/or site-specific recombination 
mechanisms could also be used to effect the same outcome 
(In "Escherichia coli and Salmonella typhimurium. 
Cellular and Molecular Biology." (1987). ppl034-1043, 
5 1054-1070. Neidhart, F.C. Editor in Chief. American 
Society for Microbiology). 

It will be apparent that the concept of using two or 
more replicons to generate diversity is not confined to 

10 display on the surface of filamentous bacteriophages. 
For example, bacteria could be used as the replicable 
genetic display package. For example, Fuchs et al. have 
shown that functional antibody can be displayed on the 
siirface of E.coli by fusion to peptidoglycan-associated 

15 lipoprotein (Fuchs, P., Breitling, F., Dubel, S., 
Seehaus, T and Little, M. (1991) Targetting of 
recombinant antibodies to the surface of Escherichia 
coli: fusion to a peptidoglycan associated lipoprotein. 
BioTechnology 9, 1369-1373). Klauser et al. describe 

20 transport of a heterologous protein to the surface of 
E.coli by fusion to Neisseria IgA protease (Klauser, T., 
Pohler, J. and Meyer, T.F. (1990) Extracellular transport 
of cholera toxin B subtinit using Neisseria IgA protease B 
domain: conformation-dependent outer membrane 

25 translocation. EMBO 9, 1991-1999). Other surface 
proteins such as pili, ompA or the surface-exposed 
lipoprotein Tra T could also be used, and gram positive 
organisms such as lactobacilli and streptococci employed. 
Cloning and expression in Eukaryotic organisms is also 

30 contemplated. 

Alternative cloning strategies are possible when 
cells are used in place of phage. For example, replicons 
can be introduced into the cells by conjugation, in 
35 addition to transformation and infection. Moreover, one 
or more genes can be incorporated into the chromosome 
reducing the limitation of having to use compatible 
replicons. 

40 The polycombinatorial concept is also particularly 

advantageous for mutagenesis experiments by allowing far 
greater numbers of mutant progeny to be produced. 

The applicants have realised that the 
45 polycombinatorial concept is applicable to multimeric 
proteins other than antibodies, such as T cell receptors, 
CD3 and dLnsulin receptor. Libraries of proteins having 
more than two different and diverse subunits can be 
cr ated by, for example, more than one cycle of 
50 infection. Cells containing one of the subunits are 
infected with phage containing the second subunit and the 
resulting p pulation infected a second time with a 
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compatible phage carrying the third subunit. 

in some cases, it is advantageous to express t^o or 

domSns which only associate in the presence of ligand. 

The numbers of combinations possible with the 
polycoS^inSSSial approach ^^J^^^^}^^^ J^^he 

?eShnoIog?: Will allow even greater numbers of 
combinations to be accessed. 

PCT/W091/17271 filed by Affymax '^escribes the 

exoression of antibody heavy and light chains but does 

fSiLte Sat infection of cells harbouring one 
?2jlitorw?4 Phage 'SSSuring anotl^i^pl^^^^^ 
iihT-aries of areater size to be constructed. Neitner 
JiSj^t deSL^ tiS selection Process for selecting an 
antibody fragment of interest using the two feplicons. 
S^ey o^y ^^late double selection to ««inta^ tte 

chains togeCher in the same P*^?f °5.2'^S|^J^4 
which, in the format they describe, will 
o^^the librarv which can be constructed. There is no 
^ndiciiin S: wit£ heavy and light ch^n libraries on 
ienSte vectors, the heavy ande light chains would get 
JeshSlSer or how to identify the desired combination. 

A kev difference over previous approaches is the use 
of sepa^Se soSS^of heav? and l^^^t chains and the way 
in which they are combined to produce libraries of 
areater diversity. The applicants provide methods for 
?S*coLS^o?of such ffbraries ^nd teach how heavy 
and light chain libraries may be combined to Produce 
enormoxS numbers of functional <=°'»bi'^f"fff ' ^ "S^^^ 
which desired combinations may be selected ^solatea. 
;S key advantage is that libraries cons^cjed this way 
can bi several orders of magnitude larger ^ 
previously been possible. Where two repllcons are used, 
?hey can be any pairwise combination of phage Phagemid 
and plasmid, in all cases with the antibody chains 
SprelsSd as soluble fragments or associated with the 
lhage capsid. At least ne of the vectors is capable of 
being incorporated into an infectious phage-like particle 
and at lealt one of the vectors enables association of 
the antibody chain with the phage capsid, for example by 
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fusion to g3p. Any of the above configurations can be 
used in novel humanisation/mutagenesis procedures. 

The "chain-shuffling" combinatorial approach is a 
5 particularly useful embodiment of the present invention. 
One may take for instance, a single heavy chain, or a 
restricted number of heavy chains from an antibody known 
to have the desired antigen specificity of even from a 
repertoire of antibodies from human or animal immunised 

10 with an antigen of interest, and combine a population of 
such chains with a, perhaps very large, genetically 
diverse population of, in this instance, light chains 
fused to a rgdp component. The light chains would be 
expressed from nucleic acid capable of being packaged in 

15 a rgdp. One would then select for rgdps which each a 
display light chain with an associated heavy chain 
forming an antdLbody specific for an antigen of interest. 
Such rgdps would each contain nucleic acid encoding a 
light chain. Light chains of the restricted population 

20 so selected would then be combined with a genetically 
diverse population, perhaps a very large population, of 
heavy chains fused to a rgdp component and expressed from 
nucleic acid capable of being packaged in rgdps. A 
second round of selection for rgdps displaying specific 
25 binding pair members specific for the antigen of interest 
would yiel'd a restricted population of heavy chains 
capable of associating with the previously selected light 
chains to form antibodies of the desired specificity. 

30 This technique enables reduction of population 

diversity to an easily manageable level whilst sampling a 
very large number of combinations. Nothing in the prior 
art approaches this. It may be used' advantageously in 
the humanisation of antibodies isolated/purified from a 

35 non-human animal source. 

The following examples illustrate how these concepts 
may be put into practice. It will be evident to those 
skilled in the art that many variations on these themes 
40 will produce satisfactory results. The following 
examplify the concept by way of illustration only and not 
by way of limitation. 
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Exa«ple 1: Rescue of phagemid with phage fd-DOG-1. 

in this example, the concept of using a P^age to 
•rescue'^ pSSStid (^^9 2) is tested using model 
chimaeric antibody. 

sequence of the template clone is shown in fig. 7. 

The strategy f ^^f^^^ ^^f^^^f ^ o^-^^S^^ 
&ne?n^liateV'^^-Pl^^^^^^^^^ prtSS' tSa? 

2SSora?e app^priate restriction sites onto the ends 
S S frSmSts. These fragments were then cloned into 
Shk5-1 e^^fd-DOG-1 in both configurations i.e. heavy 
SS o^fuie, light chain on phagemid and vice versa. 
STheSw SSik Sf 1 I-Not I fragments were also cloned 
SSo^^g^d PUC119 derivatives which have had the 
iSwilSSr between the Eco RI and Hind III sites replaced 
Sth^Sl^^cr Shown in fig 9- 
rompatSle Sfl I and Not I sites. ^®se clones^e 
~?led PUC19/PUC119 Sfi-Not Polyjyc. ^f^^f'^^^^'-^^l 
were transformed into E.coli strain HB2151 whicn is a 
Ztil lad and a non-suppressor, causing the amber codon 
to be read as a stop codon, thereby producing 
^ iffi^^n Lpl?ted to the periplasm. The remainder 
S Se constructs were transformed into E.coli TGI. 

These cells are then -rescued' with fd-DOG-1 phage 
carrySg the partner chain as a g3 fusion ^nd r^asulting 
p^/phagemid population assayed for phOx binding in 
ELISA. 

in this example, sections a) to g) describe 
45 preparation of plasmid, phagemid and oP^age clones, 
sections i) and 1 ) show the effect of using phage to 
lesSS^hagemid or plasmid, and the effect that has on 
antibody expression. 
50 a) PCR amplification of heavy and light c h ains 

Plasmid pUC19 Fab NQ10.12.5DNA was us d as the 
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template for PGR amplification. Four separate PGR 
reactions were set up, with the following pairwise 
combinations of primers (TABLE 1): 

5 Heavy chain fd-D06-l phage: VHIBACKAPA & FABNOTFOH 

Heavy chain pHEN-1 phagemid: VHIBACKSFI & FABNOTFOH 

Light chain fd-D06-l phage: MVKBAAPA & FABNOTFOK 

Light chain pHEN-1 phagemid: MVKBASFI & FABNOTFOK 

10 PGR reactions contained lOmM Tris-HCl(pH8.3), 50mM 

KCI, 1.25mM each dNTP, 2.5mM Mg C12, 0.01% gelatin, 0.1 
iinit/ul Tag polymerase ( Cetus/Perkin Elmer), ImM each 
primer and Ing of template DNA. PGR was carried out in a 
Techne PRG-2 thermal cycler (Techne, Duxford, Cambridge 

15 U.K. ) using 25 cyles of 1 minute at 94 *C, 1 minute at 
50*0 and 2 minutes at 72*C. 

b) Digestion of PGR fragments 

20 The resultant products were extracted with 1:1 

phenol: chloroform then ethanol precipitated as described 
in Sambrook et al. (Sambrook, J., Fritsch, E.F. and 
Maniatis, T. (1990) "Molecular cloning-a laboratory 
manual". Cold Spring Harbor Laboratory, New York.), and 

25 pelleted DNA redissolved in 35pl water. Restriction 
digest were normally carried out in 100-200(il volumes 
with 0.3-0.4 units enzyme/fil (volume of enzyme added not 
to exceed l/20th of the total reaction volume) using 
conditions recommended by the manufacturer, and in the 

30 buffer supplied by the manufacturer. Digestion with 0.4 
units/pl Not I enzyme (new England BioLabs) was carried 
out in ISOpl volume according to manufacturers 
instructions and in the buffer provided by the 
manufacturer for 3hrs at 37 'G. The products were 

35 phenol : chloroform extracted and ethanol precipitated once 
more and digested either with ApaLI or Sfi I. Apart from 
the Apa LI digest of the VHCHl Apa LI-Not I fragment (see 
below), digestions were carried out using 0.4 units/jil 
enzyme in a total of 150pl according to manufacturers 

40 instructions (New England BioLabs) and in the buffer 
provided by the manufacturer. Apa LI digests were 
carried out for 3 hrs at 37 'C, Sfi I for 3 hrs at 50*C. 

The Apa LI digest of the VHCHl Apa LI-Not I fragment 
45 had to be a partial due to the presence of an internal 
Apa LI site. This was achieved by digestion with 0-04 
units/pl Apa LI for 1 hour and the full-length fragments 
isolated from an agarose g 1 (s e below). 

50 c) Purification of DNA fragments 

Reaction products were ethanol precipitated to 
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prepared vector (sections d and e). 
10 d) Preparation of vector VSA 

lOug caesium chloride-purified £d-DOG-l was digested 

lhS^&^^n"55^1 o"f the buffer -co;^^ng5'^,,f «^ 
20 suppLLed by the manufacturer (Boehringer Manheim UK Ltd. , 
bSi Lane Lewes, East Sussex, BN7 ILG) as a lOx stock, 
IS 30^uSS at 37-C, then another 1 unit of enzyme 
SSed aXtoe incubation repeated. Forty pi of water 
?5Sl oriOx STE (lOx STE is lOOmM Tris-HCl, PHJ^.O), IM 
25 NaCl, lOmM EDTA) and 5^1 10% SDS was tiien fdded and the 
mixture iniwbated at 68-C for 20 minutes . fj^ctivate 
SSThosphatase. The mixture was then on i^ 

Siefly and extracted twice with 1:1 phenol: chloroform 
ethanol precipitated as described in Sambrook et al. 
30 (1989, supra), 
e) Ligations 

The following ligations were set up: 

35 

PUC19 Sfi I-Not I +VHCH1 Sfi I-Not I 
PUC119 Sfi I-Not I +VHCH1 Sfi I-Not I 
pHEN Sfi I-Not I +VHCH1 Sfi I-Not I 
pHEN Sfi I-NOt I +VLCL Sfi I-Not I , . 
40 fd-DOG Apa LI-Not I +VHCH1 Apa LI-Not I (partial 

Apa LI; 

fd-DOG Apa LI-Not I + VLCL Apa LI-Not 1 

For each, the following ligation reaction was set 



45 up: 



10 X NEB-Ligation Buffer 1 



water 



6 pi 



* Digest d vector (30 ng/pl) 2 \xl 

* Digested PCR fragment (20-50 ng/pl) 1 \il 

Spin for a few seconds in the microfuge. Then add: 
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* T4-DNA llgase (400 units/vil, NEB) 1 }ll 

3. Leave for 2 hrs at 25*C or overnight at 16"C. 

4. Transform Into E.coli (see below). 

Note: 10 X NEB-Ligation Buffer is 0.5M Tris-HCl, pH 
7.8, O.IM MgCl2, 0.2M DTT, lOniM rATP and 500 
yxg/al BSA. 

£) Electcoporation Into TGI or BB2151 

1. Thaw a vial of electroporation-competent bacteria on 
ice. For soliible expression of antibody fragments 
from pHENl, the non-suppressor strain HB2151 is 
used. For the others, TGI is used. 

2. Transfer SOpl cells to a prechilled 0.2cm cuvette 
(Biorad), add 2 ^l ligation mix, shake to the bottom 
and sit on ice for 1 min. 

3. Set up the Gene Pulser (Biorad) to give 25 pF, 2.5kV 
with the pulse controller set to 200 ohms. 

4. Dry the cuvette with tissue and place in the 
electroporation chamber. 

5. Pulse once (should yield a pulse with a time 
constant of 4.5 to 5 msec). 

6. Immediately add 1 ml of SOC (fresh) to the cuvette 
and resuspend the cells. 

7. Transfer to disposable culture tube, and shake for 1 
hr at 37*C. 

8. Plate fractions on 2YT agar plates containing 100 
|ig/ml ampicillin, 1% glucose for pHEN and pUC 
replicons or 2yT agar plates containing ISpg/ml 
tetraoyclin for fd-DOG. 

Note 1 ; SOB is 20g Bacto-tryptone, 5g Yeast extract and 
0.5g NaCl, in 1 litre. 

SOC is SOB with 5ml 20% glucose, 1ml IM MgCl2 
and 1ml IM MgS04 added per 100ml. 
2yT is 20g Bacto-tryptone, lOg Yeast extract 
and 5g NaCl, in 1 litre. 

Note 2 ; To increase transformation efficiencies the DNA 
' in the ligation mix can be purified by 

extracting with ph nol, phenol-chloroform and 
ether, ethanol precipitating and resuspending 
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in water. Alternatively the samples can be 
Cleaned up using 

Efficiencies will go up 10-100 fold if this 
purification step is included. 

^ The desired clones were screened by PGR wito the 

SSe^ien produced from these clones (see below). 

^° g) Preparation of fd-DOG infectious phage particles 

1 inoculate colony of bacteria containing f«m06 into 
2?? broth containing 15 pg/ml jtetrac^line. Grow 
15 37-C shaking for 20-24hrs. The yield of phage 

particfes should be about lO" tU (transducing 
units-see below) ml"-'- of supernatant. 

2. spin 8,000 r.p.m. for 10 min (or 4,000 r.p.m. for 20 
20 min). 

3. TO supernatant add V5th volume" PEG/NaCl ( 20% PEG 
6000, 2. 5M NaCl), leave 1 hr at 4«C. Spin 8,000 
r.p.m. for 15 min (or 4,000 r.p.m. for 30 min). 

4. Resuspend pellet in a small volume of water and 
transfer to eppendorf tubes. 

5. Spin down any remaining cells (5 min in microfuge). 
^° 5. To the supernatant add l/5th volume of PEG/NaCl. 

6. Remove supernatant and respin the pellet briefly. 
35 7. Aspirate off any remaining PEG. 

8. Resuspend the pellet in water / 1/>00„\^ ?J 
volume of culture) and respin 2 min in ^f^°^'^ll2° 
remove residual bacteria and agglutinated pagf- 

40 l!l?Ir through 0.45pm sterile filter (Minisart NML; 

Sartorius ) . 

9. Store the filtrate at f'C. The concentration of 
phage should be about lO-'"' TU ml"-^. 

45 

h) Infection e^eriments 

Preliminary experiments using fd-DOG phage to infect 
pHEN-1 suggested that there is interference between the 
50 two vectors b cause both carry a f ilam ntous phage 
intergenic region, causing competition for the same 
r plication machinery. The experiments below confirm 
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this. 

TGI cells, either untransformed or harbouring pUC19, 
PUC119, PUC19 NQlO-12.5 chimaeric VHCHl and pUC119 
5 NOIO.12.5 chimaeric VHCHl were grown to mid-log phase at 
37 'C in 2YT medium, without antiboitic for TGI or 
containing lOOjig/ml ampioillin and 1% glucose for the 
recombinants. Cultures were then diluted to contain ca. 
10^ cells/ml using the approximation O.D.fioo 1^ 0=5. 10° 

10 colony forming units (cfu)/ml, and fd-D06 phage added to 
3.10» tetracycline resistance transducing units (TU, 
assayed on TGI) per ml. After incubation at 37 *C for 30 
minutes, dilutions were plated on 2YT agar containing 
15|ig/ml tetracyclin and 1% glucose and incubated at 37 'C 

15 overnight to give the ntimber of successful infection 
events (-number of tet^ colonies). The result is shown 
graphically in fig. 10. There is little difference in 
titre when fd-DOG phage infect TGI cells or TGI cells 
containing pUC19- the titre is equal to the number of 

20 input cells (since in this experiment phage were in 
excess). However, when the host cell contains pUC119 (or 
any vector based on pUCH9) the nvunber of healthy tet'^" 
colonies (2-3mm diameter) is reduced ca. 100-fold, and 
there are now numerous tiny colonies (0.3-0. 5mm 

25 diameter). These small colonies do not grow in liquid 
culture with tetracycline, and, as the number of 
small-*- large colonies"input number of cells it is believed 
that they are Infection events in which the phage has not 
established. 

30 

The presence of an antibody heavy chain in pUC19 or 
PUC119 has little effect on yield of tet'^ colonies after 
infection with fd-DOG. Similar interference is observed 
when M13 is substituted for fd-DOG and the number of 
35 successful infection events assayed by plaque numbers 
(fig. 10). The ability to recover functional antibody on 
the surface of phage was then tested - sections i and J 
below. 

40 i) Rescue of Fab phage 

The following rescues were set up; all chains are 
NQIO.12.5 chimaeras; 

45 pUC19 Hea-vy chain X fd-DOG- Light chain 

PUC119 Heavy chain X fd-DOG- Light chain 
pHEN Heavy chain X fd-DOG-Light chain 
pHEN Light chain X fd-DOG-Heavy chain 
pHEN Light chain X fd-DOG-Light chain 

50 pHEN Heavy chain X fd-DOG-Heavy chain 

Host cells (HB2151 for pHEN-1, TGI for pUC) 
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containing plasmid/phagemid 

reoress the lac promoter and thereby reduce 

10 s^^-to^^^rs^n^/^i^ii^ 

'° Sf^i JSre ihen incubated at 37-C ^^ll^f^''lJ°'' 

^miM then with rapid shaking for another 30 mins. 

^iLl^^erftiJ^^pilleted by centrifugation at 4,000x g 
20^£is^ ?C, the tubes drained and the °ells 
15 rSsuspen^ in lOmls fresh ITT containing lOOpg/ml 

?eSS^lin (no glucose -> induction) and grown with 

vigorous shaking overnight at 37 "C. 

The next day, cells were pelleted by centrifugation 
20 at 4,000x g for 20 mins at 4-C, and the supernatant 

Stayed for the presence of functional antibody by ELISA. 

J) ELZSA 

25 1. Coat plate (Falcon 3912) with lOOjil of PhOX-BSA 
(Mil -substitution) per well at 10 pg/ml, in PBS. 
Leave overnight at room temp. 

2. Rinse wells 3x with PBS, and block with 200 pi per 
30 well of 2% Marvel/PBS, for 2 hrs at 37 C. 

3. Rinse wells 3x with PBS, then add 25 iil 10% 
Marvel/PBS to all wells. 

35 4. Add 100^1 culture supernatant to the appropriate 
wells. Mix, leave 2 hrs room temp. 

5. wash out wells 3 times with PBS 0.05% Tween 20 and 
3 times with PBS. Add lOOpl sheep anti-M13 

40 antiserum diluted 1:1000 in 2% Marvel/PBS into each 

well. Incxibate at room temp, for 1.5 hrs. 

6. wash out wells 3 times with PBS, 0-05% Tween 20 and 
3 times with PBS. Pipette lOOjil of 1:5000 dilution 

45 of anti-sheep igG antibody (peroxidase-conjugated, 

Sigma). Incubate at room temp, for l.Shrs. 

7 Discard 2nd antibody, and wash wells 3 times with 
PBS, 0.05% Tween 20 and 3 times with PBS. 

8. Add one lOmg ABTS ( 2 , 2 • - az ino bis ( 3 - 
ethylbenzthiazoline-6-sulphonic acid), diammonium 
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salt) tablet to 20ml 50 mM citrate buffer, pH4.5. 
(50 mM citrate buffer, pH4.5 is made by mixing equal 
volxjmes 50 mM trisodium citrate and 50 mM citric 
acid). 

5 

9. Add 20til 30% hydrogen peroxide to the above solution 
iimnediately before dispensing. 

10. Add 100^1 of the above solution to each well. Leave 
10 room temp. 30 mins. 

11. Quench by adding 50pl 3.2mg/ml sodium fluoride. 
Read at 405mffl. 



15 Note 1 ; 'Marvel* is dried milk powder. PBS is 5.84g 
NaCl, 4.72g Na2HP04 and 2.64g NaH2P04.2H20, 
PH7..2, in 1 litre. 

The result is shown in figure 11, where it can be 

20 seen that whether the resident replicon is a plasmid or a 
phagemid has a significant effect on the amount of 
antibody rescued by fd-D06 carrying the complementary 
chain. The signal generated from cells carrying the 
heavy chain on pUC19 is ca. lOx that from cells carrying 

25 this chain on pUC119 when rescued with fd-DOG carrying 
the light chain. pHEN gives similar results to pUC119, 
when the heavy chain is expressed in pHEN and the light 
chain on fd-DOG, and vice versa. Although weak, the 
signal is specific since no antibody is produced when the 

30 incoming phage carries the same chain as that on pHEN. 
Clearly, the use of phage carrying one chain to rescue 
phagemid carrying the complementary chain does work, 
though the system would benefit from manipulation of 
phage or phagemid replicons to alleviate interference. 

35 An alternative is to use a plasmid vector in conjunction 
with phage which will result in selection of Just one of 
the two chains. Such a strategy is used in example 2. 
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Polycombxnatorial Libraries 

In this example a human VH repertoire is cloned into 
fd-DOG carrying the human CHI domain of IgGl (Cyl 
5 domain). The repertoire of light chains is cloned into 
pUCI9 Sfi/Not/polyrayc plasmid as Sfi/Not fragments and 
separately into pHEN phagemid flanked by an Sfi site at 
one end and Asc and Not sites at the other. 

10 Fd-DOG heavy chain phage are used to 'rescue' the 

pUC19 light chains and the resulting phage selected on 
antigen. The heavy chain population is reduced in this 
way then PCR-amplified with primers incorporating Asc I 
and Not I sites and these fragments cloned alongside the 

15 unselected light chains in pHEN phagemid. The genes for 
both chains are now on the same replicon and can be 
selected simultaneously with antigen after rescue with 
helper phage. 

20 The VH domains used in this example derive from IgM 

but are cloned as IgGl fd (i.e. VHCHl) fragments without 
the C- terminal cysteine. 

Sections a and b below describe construction of an 
25 fd-DOG derivative containing a human C-yl domain from 
which the natural Apa LI site has been deleted. Sections 
e to g cover preparation of the heavy and light chain 
repertoires. Section f describes how these repertoires 
may be xised to isolate specific antibody fragments. 

30 

a) Construction of AApa LI version of CHI 

Construction of a AApa LI version of CHI is 
described here. The construction is somewhat involved 
35 since the primary purpose was construction of a new 
phagemid cloning vector, and removal of the Apa LI site 
in CHI only one step in the procediire. The new phagemid 
containing the AApa LI version of CHI was used as 
template in the next section. 

40 

The naturally-occurring Apa LI site in the human Cyl 
domain was deleted by 'PCR mutagenesis' using partially 
complementary oligonucleotides that overlap around the 
Apa LI site and change this sequence from GTGCAC to 
45 GTGGAC. Two PCR reactions were performed and the two 
fragments Joined in a second PCR-splicing by overlap 
extension. 

Two PCR reactions were set up as in example 1 using 
50 RJHXHOBACK in conjuction with APAOUTFOR, and APAOUTBACK 
in conjuction with HUGICYSASCNOTFOR (Table 1). Template 
was pUC19 Fab D1.3 - this anti-lysozyme Fab has the same 
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hximan IgG CHI domain as pUClS Fab NQIO.12.5 described in 
example 1. PCR conditions were as described in Example 
1, except that the annealing temperature was 55 "C and 
extension was at 72 'C for 1 minute. The resulting 
fragments were purified for assembly as follows: 

1. To isolate small fragments for assembly-PCR, the 
PCR-mixes are collected in one tube and 
electrophoresed on a 2% L6T (low gelling 
ten^ierature) agarose gel with TBE buffer. 

2. These fragments are purified using SPIN-X coliimns 
(Costar). 

3 . The gel slice is loaded into the cartridge of a 
SPIN-X column and frozen in dry ice for 10-15 min. 

4. Thaw tube and repeat freezing step (optional). 

5. Spin in a microfuge (appr. 13,000 r.p.m. ) for 15-30 
min. 

6. Precipitate the filtrate by adding 1/10 vol. 3M 
sodium acetate, pH5.2, and 2.5 vol. ethanol. 

7. Chill 'on dry ice for 15 min, spin at 13,000 r.p.m. 
for 10 min at 4*C. 

8. Wash the pellet in 1 ml 70% ethanol and dry under 



9. Dilute purified linker into 5 pi water or TE per 
original 50 pi PCR, and measure concentration on 
gel. 

These fragments are then joined by PCR. A 50 pi PCR 
reaction is set up as before, this one containing 5 pi 
each fragment but no primers. The reaction is held at 
95*C for 5 mins, then cycled at 94*C 1 min, 68*C 1 min 
and 72 'C 1 min, seven times. RJHXHOBACK and 
HUGZCYSASCNOTFOR flanking oligonucleotides were then 
added under the oil and the reaction cycled another 10 
times using the same conditions to amplify those 
molecules that have correctly assembled. The reaction 
product was phenol extracted and ethanol precipitated 
then digested with Xho I and Asc I and gel-purified, all 
under standard conditions. 

A second fragment containing the entire glll leader 
plus polylink r of fd-DOG was also amplified. Fd-DOG DNA 
was amplified with primers G3LASCGTGBACK and fdseq, cut 
with Asc I and Not I and gel-purified, all as described 



wo 92/20791 



PCr/GB92/0a883 



52 



in example 1. 

A 3-wav ligation was set up with equimolar 

^Lr^ ?4 InTe^ity wa^^^ by DNA sequencing 

supra.). ™J;"^®7yQ^^ suora. ) and a representative 
PJIM ctl|lliL,'"w"ci/ carries the 0^1 domain 
lis wSdh^ internal Apa LI site has been removed. 

b) Insertion of CHI domain into fdDOG 

The A Apa LI version of CHI was now used as a 
template ftr construction of ""DOG derivative 

^taiiS.^ the CHI domain lacking the Apa 
Ss c^xuct the C-terminal cysteine "^id"® "^^^i^^ 
SrmiM adisulphide bond with the light chain was 
cSSerted to serine by PGR with the FABNOTFOH primer. 
SSTJSSor is^w suitable for cloning of the repertoire 
of VH domains as Apa Ll-Sal I fragments. 

song of pJIM CrlglllL template JNA was ^ij. 
4« a qntii r-eactlon usina the conditions described in 
Sample T w!?S'the prlSIrs ^JGAMIBJAPA and FJ^O^OH 
Sh bring in Apa LI and Not I sites; the F^NOTFOH 
oSmer Sso remo^^s the C-terminal cysteine. The ca. 
ISSfp^ SrS^^Twas then processed and ^ii-g^ted with 
Apa LI and Not I using conditions described in exanple l. 
The Ana LI-Not I fragment was then cloned into the 
pSSpa«?icJ?of Apa LI a?d Not I -cut fd-DOG I'NA prepared 
for the experiments described in example 1, and ligated 
and transformed into TGI using the same procedures. 



The sequence of the vector was verified by DNA 
40 sequencing (Sambrook J. et al, 1989, supra) of single 
Il?^^ded^ DNA isolated from filamentous Particl^ 
(Sambrook J. et al, 1989, supra) Pjepared in the usual 
iay (example 1) using the primer fdseq (Table 1). The 
vector was then CsCl-purified (Sambrook J. et al, 1989, 
45 lu^) and cut with Apa LI and Sal I. Both enzymes were 
I^New England BioLabs, and sequential digestions using 
0.4 units enzyme/pl performed at 37-C in the buffers 
provid d by the manufacturer (see example l). 

50 c) Preparation of cDNA template 

500ml of blood, containing approximately 10^ B- 
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lymphocytes, was obtained from 2 healthy volunteers. The 
white cells were separated on Ficoll and RNA was prepared 
using a modified method (Cathala, G. , J. Savouret, B. 
Mendez, B.L. Wesr, M. Karin, J. A. Martial and J.D. Baxter 
5 (1983). A method for isolation of intact, 
transcriptionally active ribonucleic acid. DNA 2, 329). 
Three first strand cDNA syntheses were made as described 
by Marks et al (1991, supra) from RNA corresponding to 
2.5 X 10^ B-cells, using an IgM constant region primer 
10 for the heavy chains, and a t( or >. constant region primer 
for light chains (Table 1). 

d) FCR of Heavy Chains 

15 Two preparations of PCR-ampllfied VH genes were 

made. Both preparations used an egulmolar mixture of the 
HUJHFOR primers (Table 1); in one of the preparations, 6 
separate PGR amplifications were performed with each of 
the HUVHBACK primers individually (Table 1), and in the 

20 other, a single PGR reaction was performed with an 
equimolar mix of all 6 HUVHBACK primers. For all seven 
PCRs, 50 \xl reaction mixtures were prepared containing 5 
Vil of the supernatant from the cONA synthesis using the 
HUIGMFOR primer, 20 pmol total concentration of the BACK 

25 primers, 20 pmol total concentration of the FORWARD 
primers, 2S0 pM dNTPs, lOmM KCl, lOmM (NH4)2S04, 20inM 
Trls.HCl (pH 8.8), 2.0 mM MgC12, lOOmg/ml BSA and 1 pi (1 
units) Vent DNA polymerase (New England- Blolabs). The 
reaction mixture was overlaid with mineral (paraffin) oil 

30 and subjected to 30 cycles of aflq>llflcation using a 
Techne PHC-2 thermal cycler. The cycle was 94 *C for 1 
minute (denaturation) , 57*C for 1 minute (annealing) and 
72 'C for 1 minute (extension). The products were 
purified on a 1.5% agarose gel. Isolated from the gel by 

35 Geneclean (Bio-101) and resuspended in 25 ]il of H2O. The 
seven products were then pooled and ' pullthrough ' PGR 
reactions performed to attach Apa LI and Sal I 
restriction sites. 

40 Pullthrough reactions were set up with the primers 

HUVHBAAPA (equlmolar mix of all 6 primers) and HUJHFORSAL 
(equimolar mix of all 4 primers). 50ml reactions of 
containing 5^1 of the pooled PGR products from the 
previous step were amplified using the same conditions as 

45 for the primary PGR except that 25 cycles of 
amplification were used. The resulting fragments were 
digested with Apa LI and Sal I, gel-purified, and the 
fragments ligated to Apa LI and Sal 1-cut fd-DOG GHl as 
pr vi usly described. The ligation mixes wer phenol- 

50 chloroform extracted prior to electropor tion into TGI 
cells (example 1). Aliguots of the transformed cells 
wer plated on 2yT agar supplemented with 15 mg/ml 
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tetracyclin and grown overnight at 37 'C. 
e) PGR of Light Chains 

ic and X.-chain genes were amplified separately using 

ftSmthe appropriate cDNA synthesis , 20pmol total 
fSScantrati|^^^ PjJ-rs 20^ gSSp^^^fo^J 

Sf^SlSSJ^Sot ^Or^Ss^'HCl (PH 8.8) 2.0n^ MgC12 
^Ooig/miBSA ^an^d 1^1 d unit) Vent DNA polymerase (New 
Enalind Biolabs). The reaction miKture was overlaid with 
SneSl (D^ffin) oil and subjected to 30 cycles of 
^pSlLati^ usii a Techne thermal cycler. The cycle 
2^ 94-0 for 1 mSite (denaturation), 57-C for 1 minute 
TSnealing) and 72-C for 2.5 minutes (extension), 
p?SdScts Ikre purified on a 2% ag«o«e^«^'^i;°if fSJ'^ 
the gel by Genedean (Bio-101) and resuspended in 25iil of 

H2O. 

Two different pullthrough reactions were now 

HUCKFORSERNOT. X-chain genes were ^^^^^I V'^j^^ll^l 
T-ciaetions usino an eouimolar mixture of the 7 HUVlbasfx 
pr?SSs in Snfun^ti^th either HUCLFORSER^CNOT or 
HUCLFORSERMOT. Pullthrough conditions were performed as 
for the primary light chain PCRs above except that 25 
Seles o/^^fication were used. All 4 PCR produ^s 
Sre digestS with Nco I and Not I "^ing the s^e 
conditions as used P^^iously (exaaple 1 wid^^). 
Those K and X-chain genes amplified with the SERASWOT 
foreward primers were inserted into Nco I-Not I-cut pffiN- 
1 vector (prepared using the standard format); those 
amplified using the SERNOT foreward primers were inserted 
into Nco I-Not I-cut PUC19 Sfi/Nco/Not/polymyc. Both 
repertoires were electroporated into TGI by the same 
methods as describ d in example 1: the ligation mix s 
were purified by phenol extraction and ethanol 
precipitated. The ligated DNA was resuspended in 10^1 of 
water, and 2.5pl samples were el ctroporat d into SOpl 
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E.coli TGI. Cells were grown in 1ml SOC for 1 tir^and 
then plated on 2YT agar with lOOpg/ml ampicillin and 1% 
glucose (2YTAG) in 243 x 243 mm ( Nunc) , Cojfi^ifs 

Sere scraped off the plates into 10ml 2YTAG and 15% 
glycerol for storage at -70 'C as library stocks. 

f ) Selection of Antibody Fragments 

The end result of sections a) to e) is the 
construction of two light chain libraries and one heavy 
chain library. The light chain libraries (VLCL) were 
cloned as Nco I-Not I fragments in both pHEN-1 and in 
PUC19 Sfi-Not polymyc. The VH genes %»ere cloned as Apa 
LI -Sal I fragments in fd-DOG containing a human CHI (Cyl) 
15 domain from which the natural Apa LI site has been 
deleted (fd-DOG GlCHl). 

The process is now illustrated schematically in 
figure 13. The pUC19 heavy chain library is infected 

20 with the heavy chain fd-DOG library and fd phage bearing 
heavy and light chain combinations on their surface 
produced. These phage are selected on antigen (with 
rounds of reinfection of the light chain library and 
reselection an option) and the selected heavy chain genes 

25 amplified from the phage genome using PGR with primer 
G3LASCGTGBACK and fdseq. 

The G3LASCGTGBACK primer anneals to fd DNA upstream 
of the start of the natural g3 signal sequence and brings 

30 in an unique Asc I site and a ribosome binding site 
(RBS). Fdseq anneals at the 5' end of the structural 
part of g3 (i.e. downstream of the signal sequence 
cleavage site) which is downstream of the Not I site 
flanking the Cyl domain. The PGR fragments therefore 

35 contain: Asc I-RBS-g3 leader- VHCHl -Not I. When these 
fragments are cloned into the pHEN-1 light chain library 
as Asc I -Not I fragments, the heavy chain is fused to g3 
of pHEN-1 and the Not I site is flanked by the myc tag 
and an amber codon. 

40 

Phagemid particles produced from these recombinants 
in a sup E strain not only bear heavy and light chains on 
their surface, they also contain the genes encoding both 
heavy and light chain. Selection on antigen one or more 

45 times will then result in isolation of functional heavy 
and light chain combinations. These clones can then be 
screened for antigen binding as soluble fragments when 
the phagemids are transferred into a non-suppressor 
strain such as HB2151. An efficient selection process 

50 would b particularly advantageous in this example. 
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Example 3: Soluble Combinatorial Libraries 

In this example either the light chain or the f d 
fragment of the heavy chain (i.e. VHCHl) is expressed on 
phage particles and the complementary ched.n provided as a 
soluble fragment. The mixture is partially denatured 
such that the chains separate but the domains don't 
unfold. The denaturant is then slowly removed by 
dialysis, allowing light and heavy chains to pack 
together so that they can be selected on antigen. The 
effect of this procedure is that the poptilation of one of 
the two chains (whichever is attached to the phage) is 
greatly reduced and can then be cloned together with the 
repertoire of partner chains by conventional techniques. 

This approach is theoretically tenable: I.IO^^ TU of 
phage provide ca. 10^^ heavy chains if one assumes 2-3 
molecules of heavy chain per phage and then assays for TU 
produce a 10-fold underestimate of the absolute number of 
phage. One ]xg of a 25Kd light chain Is 2.4.10^^ 
molecules- a 10- fold molar excess. 

Clearly, many variations on this theme are possible 
once the principle behind it is shown to be correct. For 
25 example the positions of heavy and light chains could be 
reversed ahd the chains themselves could derive from 
several different sources. For example human fd heavy 
chains on phage, coxxld be mixed with light chains from a 
soluble light, chain repertoire expressed in E.coli. 
30 Alternatively, the light chaixis could be purified from 
human serum. 

The following example demonstrates not only that the 
principle is valid, but also that the process is 
35 surprisingly efficient. 

a) Preparation of Heavy Chain Phage 

VHCHl NQIO.12.5 in fd-DOG was that constructed in 
40 example 1. VHCHl anti-TNF in fd-DOG was used as a 
negative control. This clone was constructed from a 
murine anti-Tumour Necrosis Factor monoclonal antibody. 
The VH gene of this antibody was PGR amplified and linked 
in frame, by PGR, to the human CHI (Cyl) domain from 
45 which the natural Apa LI site has been deleted (see 
example 2} and cloned as Apa LI -Not I fragments in 
fd-DOG. These phage were grown and concentrated as 
described in example 1. 



10 



15 



50 b) Preparation of soluble heavy and light chain 
NQIO.12.5 
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These were prepared from the parental mouse 
monoclonal antibody NQIO.12.5. Culture supernatant was 
purified on protein A sepharose and concentrated to 
20mg/inl by Amicon ultrafiltration. This was then diluted 
5 with an equal volume of IM Tris pHS.O and 1/lOth volume 
of IM 2-mercaptoethanol added; this amount of 
mercaptoethanol is sufficient to reduce the interchain 
but not the intra-chain disulphide bonds. After 1 hour 
at room temperature the free thiol groups were alkaylated 
10 by addition of 1/lOth volume 1.5M lodoacetamide and 
incubation on ice for 1 hour. 

The separated chains were purified by gel-filtration 
on a Zorbaac Biosieves GF250 TSK column (DuPont) connected 
15 to an HPLC (Gilson). Two hundred and fifty ]xl allquots 
of the reduced mixture wiare run In 5M Guanldine HCl/20mM 
Sodium phosphate, pH8.0 under the following conditions: 

Flow rate - 0.5mls/min; Fraction volume - 0.25mls; chart 
20 speed - lOmm/min; detector range = 2.0 (280nm); pressure 
- up to lOOOpsi; run time = 30 minutes. 

Peak fractions were analysed by SDS-PAGE and those 
fractions with pure heavy and light chain used in miating 
25 experiments. 

c) Recombination of Chains 

The following mixes were set up: 

NOIO.12.5 Heavy chain phage + Soluble NQIO.12.5 Heavy 
chain 

NQIO.12.5 Heavy chain phage + Soluble NQIO.12.5 Light 
•33 chain 

NQIO.12.5 Heavy chain phage only 

chain phage + Soluble NQIO.12.5 Heavy 

«D Chain 

antl-TNF Heavy chain phage + Soluble NQIO.12.5 Light 
chain 

45 anti-TNF Heavy chain phage only 

5Rm« In each case, l.loU t.u. of phage were mixed with 
25pg, lOpg, 5pg or Ipg of purified soluble light chain 
en *° 5M Guanidine HCl/20raM Sodium phosphate, pH 

50 8.0 m 900nl final volume. Thes samples war then 
placed in a Pierce Microdialyzer System 500 sealed 

VlskinCT ^uh-fnn rKin o \i a^„ii v . . 



30 



With 



Visking tubing (No. 2, Medicell Ltd., London Nl ILX, 
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England). Samples were dialysed against 3 changes of 
lOOmM Tris-HCl, pH7.4 at 4"C for 48 hours and used in 
ELISA. 

5 The above treatment (particularly the 5M Guanidine 

HCl step) appears to have little or no effect on the 
structure of the phage particle, at least with regard to 
infectivity, since there is no drop in T.U. of the sample 
over the course of the experiment. 

10 

d) ELZS& showing functionality of refolded antibodies 

The efficiency of refolding was assayed by ELISA 
against phOX-BSA, which detects correctly refolded 

15 antibody. This ELISA was performed in the same was as 
described in example 1. The key observation is that 
functional antibody is indeed recovered when heavy chain 
NQIO.12.5 phage are mixed with purified NQIO.12.5 light 
chain. In fact, there is little difference in signal 

20 obtained over the range of light chain concentrations 
down to liig, even when those phage are diluted; for the 
sake of clarity. Just the Ifig results are shown in 
fig. 12. It is evident from this that the stimulation is 
absolutely specific: stimulation is only seen when heavy 

25 chain anti-OX phage are mixed with anti-OX light chain- 
no stimulation is seen when heavy chain anti-OX phage 
alone or with heavy chain anti-OX phage mixed with 
soluble anti-OX heavy chain. Neither is any stimulation 
seen when anti-TNF heavy chain phage are used alone or 

30 have been mixed with anti-OX heavy or light chain. Only 
when the correct heavy and light combination is used is a 
functional antibody produced. 

This experiment demonstrates that the process works 
35 surprisingly well. The light chains could derive from 
other sources such as from a library constructed in 
E.coli or from serum antibody. The process will also 
work if heavy and light chains are reversed with respect 
to the above, i.e. light chain on phage and soluble heavy 
40 chain. 
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Exaa^le 4: Humanising rodent antibodies using 
polycofflbinatorlal libraries and CDR 
inprinting 

5 CDR3 of the heavy chain is generally found to be the 

most variable of all CDRs in terms of both length and 
sequence, and can make important contacts with antigen 
(Winter, G. and Milstein C. Man-made Antibodies. (1991) 
Nature 349, 293-299). This is an liq>ortant consideration 

10 when htimanlsing, which can be by CDR-gra£tlng or chain- 
shuffling (PCT/OB91/01134). The applicants have realised 
that it may be advantageous to apply the 
polycombinatorial approach to humanising by a chain- 
shuffling process in which the VHCDR3 sequence of the 

15 rodent antibody is imprinted upon the human VH segments. 

In this example a mouse anti-HIV gpl20 monoclonal 
antibody was humanised. The VH domain of this mouse 
antibody was fused to the human Cyl domain and cloned 
20 into pUC19Sfl/Not/polymyc. 

A repertoire of naive human light chains cloned as 
gS fusions in £d-D06 was then Infected into the cells 
carrying the chlmaeric heavy chain, and phage selected on 
25 antigen. These phage have both heavy and light chains on 
their surface, though the phage genome encodes just the 
light chain; this is not a problem since the only heavy 
chain is the one provided. 

30 Light chains selected this way were then paired with 

a library of naive human VH domains, PCR-amplified in 
such a way that CDR3 of the human antibodies were 
replaced with that of the original mouse heavy chain. 

35 Section a) deals with construction of a chimaeric 

Fab fragment in which the mouse F58 VH and VL domains are 
fused to human CHI and CK sequences. This clone was used 
in early characterisation of the antibody and served as a 
template for subsequent PGR amplification of the heavy 

40 chain, which was then cloned into pUC19 Sfi-Not polymyc 
as a Pstl-Not I fragment (section b). Section c) 
describes construction of a human light chain repertoire 
in fd-DOG, which was then infected into cells containing 
the chimaeric heavy chain on pUC19 (section d). The 

45 resulting phage were panned against the peptide (section 
e) and the selected light chains PCR-amplified and cloned 
as Asc I -Not I fragments alongside the chimaeric heavy 
chain (section f) and assayed for their ability to bind 
antigen by ELISA (section g). Selected light chains were 

50 recloned in pUC (section h) and naive human VH domains 
amplified with a mutagenic primer imposing the F58. CDRS 
sequence on the domains, and the restating fragments 
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cloned in P^age / section i) ^ T^i^ 
imprinted heavy chain phage was tte^^ 

carrying the selected ^J^S^^ °^^Vinally, the selected 
resulting ^^^H^^^l^^lrTalS^^ t^^Sh^ on the same 
SSSScoraxi^^a^^Ir'b?^^^^^ to aS?igen (section J). 



50 



a) Cloning of F58 Chimaeric Heavy < 

i) nPWA synth esis and primary PGR 

..^ ^ c« cultured ^^=-V3i^;-||SS:SSi'in 

iS- ■SiiT-lSS: 4i8 res. Ks: 

at- A2»c ffir 1 hour, heated to lOO mul 

S5en"ed on ice and centrifuged for 5 ^he. 
ISSSStant was then used immediately for PGR. 

senarate PGR amplifications were performed for the 

iSir^S aquaticus (Taq) DNA polymerase (Ce*«S/ 
EmiT^lle CA). The reaction mixture was overlaid with 
^^Sn oil^d subjected to 30 cycles of amplification 
Ssing a Techne PHC-2 thermal cycler. The <^le was 94 C 
for 1 minute ( denaturation ) , 55 'C ^ , '"^^"j! 

(stealing) and 72-C for 1 minute (extension). The 
o?Sduct wis analyzed by running 5 jil on a 2% agarose gel. 
tS ^Si^^was extiacted twice with ether, once with 
plSn^dSoroform, ethanol precipitated and resuspended 
in 50 111 of H2O. 

ii) Cloning and semiencing of amplified VH and Vk DNA 

The amplified VH DNA was digested with PstI and 
BstEII purified on a 2% low melting point a^a^ose gel 
SriigaSJ S?o M13VHPGR1 digested with PstI and BstEII 
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(Orlandi, R., D.H. Gussow, P.T. Jones and G. Winter 
(1989). Cloning immunoglobulin variable domains for 
expression by the polymerase chain reaction. Proc.Natl. 
Acad. Sci.. USA 86 (10), 3833-7). The amplified VK DNA 
5 was digested with PvuII and Bgl II and ligated into 
M13VKPCR1 digested with Pvu II and Bel I. The ligation 
mixtures were used to transform competent TGI cells. Two 
clones from separate amplifications were sequenced for 
each VH and Vk chain using the dldeoxynucleotide chain 
10 termination method. 

iii) Generation of an Fab construct for expression in 
E.coll 

15 A chlmaerlc Fab containing the FSB variable domains 

and the human IgGl CHI and Ck domains was constructed by 
ligatlng the F58 V-domalns Into a vector containing the 
constant domains. M13VHPCR1 containing the F58 VH was 
digested with PstI and BstEII. The resulting F58VH 

20 fragment was then purified on a 1.5% agarose gel, 
isolated from the gel with Geneclean and ligated into 
pJM-lFabDl.3 digested with PstI and BstEII (This clone 
has the same constant domains and restriction sites as 
FabNQlO.12.5 described in example 1 - in fact 

25 FabNOlO.12.5 was constructed using the constant domains 
pJM-1 FabDl.3. The ligation mixture was used to 
transform conpetent E.coll N4830-1 cells (Gottesman, M.E. 
Adhya, S. and Das, A. (1980) J.Mol.Biol. 140, 57-75) and 
clones containing the r58 VH identified by restriction 

30 analysis of RF DNA. The F58 Vk was amplified by PGR with 
the primers Vk2BACK and Vk3F0R2 (ClaoJcson, T. et al 
(1991) supra) using M13VkPCR containing the FSB Vk as 
template. The PGR product was digested with Sad and 
Xhol, purified on a 1.5% agarose gel, isolated from the 

35 gel with Geneclean and ligated into pJM-1 Fab vector 
containing the F58 VH digested with Sad and Xhol. The 
ligation mixture was used to transform competent E.coll 
N4830-1 cells and clones containing the F58 Vk identified 
by restriction analysis of RF DNA. 

40 

b) PGR and Cloning of F58 Chlmaerlc Heavy Chain 

The F58 chlmaerlc heavy chain was PGR amplified from 
F58 Fab clone DNA, using the procedure described in 

45 example 1 and using the primers VH1BACKSFI15 and 
HUGHIFORASGNOT (Table 1). The resulting ca. 700bp 
fragment was digested with Pst I and Not I and cloned 
into Pst I and Not I-cut pUC19Sfl/Not/polymyc plasmid 
using standard proc dures (Sambrook, J. et al 1989, 

50 supra, and example 1). 

c) Construction of Light Chain Repertoire 
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The light chain repertoire was constructed using the 
same materials and conditions as described in example 2, 
with the exception that the pullthrough was performed 
using the following primers: 

5 

^.chains: HUVLBAAPA (eguimolar mix of 1-6) & HUCLFORSERNOT 
Kchains: HUVKBAAPA (equimolar mix of 1-6) & HUCKFORSERNOT 

10 PGR products were digested with Apa LI and Not I 

using the standard format and cloned into Apa LI and Not 
I -cut fd-DOG as described in examples 1&2. Phage were 
prepared from the library clones as described in examples 
1&2 and used to infect cells containing the heavy chain 

15 (see below). 

d) Production of Shuffled Fab Phage 

Cells containing the F58 chlmaeric heavy chain were 
20 grown overnight at 37 'C in 2YTAG and 500 ]il added to 
50mls fresh 2yTAmp medium, prewaraed to 37 "C, in a 
conical flask. The cells were grown with shaking to 
O.D.goo ^-^ before adding a total of 10^-^ phage 

from the light chain repertoire. The culture was left at 
25 37 'C for 45 minutes without shaking then shaken 
vigorously 'for another 45 minutes at 37 'C before adding 
tetracyllne to ISpg/ml and shaking overnight. 

Phage were harvested by PEG precipitation of the 
30 culture supernatant as previously described (examples 
1&2) and used for selection experiments. 

e) Paxmlng of Shuffled Fab Phage 

35 This was performed on maxisorb plates as previously 

described (Marks J, et al., 1991, supra), with the 
exception that the txibes were coated with env gpl20 V3 
loop peptide of HlV-1 isolated IIIB dissolved to 10}ig/ml 
In water. This peptide was obtained from the AIOS- 

40 directed program (repository ref: ADP737) and has the 
sequence: 

CTRPNNNTRRSIRIQRGPGRAFVTI6KIGNMRQAHCN 

45 The phage eluted from the tubes were used to re- 

infect fresh cells containing the F58 chlmaeric heavy 
chain and the panning/ re -infection procedure repeated 
another three times. 

50 f ) Reclonlng of Selected Light Chains 

Selected light chains were PCR-amplifled from fd-DOG 
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light chain DNA using the procedures described in example 
1 and primers G3LASCGTGBACK and HUCLFORSERNOT or 
HUCKFORSERNOT. The G3LASCGTGBACK primer anneals upstream 
of the translational start of the glll signal in fd, and 
brings in an Asc I site and a ribosome binding site 
( RBS ) . These fragments were digested with Asc I and Not 
I and cloned into Asc I and Not I-cleaved pUC19F58 
plasmid (as shown in fig 13) so as to create a cistron, 
enabling solxible Fab to be produced. This was analysed 
for peptide binding in ELISA and bound antibody detected 
by virtue of the rayc tag peptide on the end of the light 
chain. 

g) ELZSA 

This was performed as described below. 

1. Inoculate 100^1 2xTy, 100 pg/ml arapicillin, 1% 
glucose in 96-well plates ('cell wells', Nuclon) and 
grow with shaking (300 rpm) overnight at 37 'C. 

2. Use a 96-well transfer device to transfer small 
inocula from this plate to a second 96-well plate 
containing 200|il fresh 2xTy. lOOpg/ml ampicillin, 
0.1% glucose per well. Grow at 37 'C, shaking until 
O.B.eO'Onm is approximately 0.9 (about 3 bra). To 
the welTs of the original plate, add 25iil 60% 
glycerol per well and store at -70 'C. 

3. Add 25^1 2xTY, lOOpg/ml ampicillin, 9mM IPTG (final 
concentration 1 mM IPTG). Continue shaking at 30'C 
for a further 16 to 24 hrs. 

4. Spin 4,000 rpm for lOmln and use lOOpl supernatant 
in ELISA. 

5. Coat piate (Falcon 3912) with SOjil per well of 
peptide at lOpg/ml in water. Leave overnight at 
room temperature. 

6. Rinse wells 3x with PBS, and block with 200pl per 
well of 1% BSA/PBS, for 1 hr at 37"C. 

7. Rinse wells 3x with PBS, then add 25vil 6% BSA/PBS to 
all wells. 

8. Add 100^1 culture supernatant containing soluble Fab 
to the appropriate wells. Mix, leave 1.5 hrs room 
temp. 

9. Discard test solution, and wash out wells 3 times 
with PBS, 0.05% Tween 20 and 3 times with PBS. 
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Pipette lOOpl of 4jag/ml purified 9E10 antibody, in 
2% Marvel/PBS, into each well. Incubate at room 
tenqp. for 1.5 hrs. 

5 10. Discard 9E10 antibody, and wash out wells with 3 
times with PBS, 0.05% Tween 20 and 3 times with PBS. 
Pipette lOOjil of 1:500 dilution of anti-mouse 
antibody ( peroxidase-conjugated anti-mouse 
immunoglobulins, Dakopats/ICN, or peroxidase 
10 conjugated anti-mouse IgG, Fc-specific, Sigma A- 

2554). Incubate at room temp, for 1.5 hrs. 

11. Discard 2nd antibody, and wash wells 3 times with 
PBS, 0.05% Tween 20 and 3 times with PBS. 

12. Add one lOmg ABTS (2,2'-a2ino bis(3- 
ethylbenzthiazoline-6-sulphonic acid ) , diammonium 
salt) tablet to 20ml 50mM citrate buffer, pH4.5. 
(50mM citrate buffer, pH4.5 is made by mixing equal 

20 volumes 50mM trisodium citrate and 50mM citric 

acid). 

13. Add 2|il 30% hydrogen peroxide to the above solution 
immediately before dispensing. 

25 

14. Add lOOjil of the above solution to each well. Leave 
at room temp. 20-30 mins. 

15. Quench by adding 50]xl 3.2mg/ml sodium fluoride. 
30 Read at 405nm. 

Hotel: Alternatively, inoculate clones from 
transformation plate into lOOjil 2xTY, 100|ig/ml 
ampicillin, 0.1% glucose in 9 6 -well plates 
35 ('cell wells', Nuclon) and grow with shaking 

(300rpm) 37 'C, shaking until CD-soonm 
approximately 0.9 (about 6 hrs). Continue with 
step 3. 

40 Note 2 : This method is based on that of DeBellis D. and 
Schwartz I., 1990 Wucl. Acids Res. 18: 1311 and 
relies on the low levels of glucose present in 
the starting medium being metabolised by the 
time the inducer (IPTG) is added. 

45 

Note 3 : 'Marvel' is dried milk powder. PBS is 5.84g 
NaCl, 4.72g Na2HP04 and 2.64g NaH2P04.2H20, 
pH7.2, in 1 litre. BSA is Bovine Serum Albumin. 

50 h) Subcloning Selected Light Chains 



Light chains were PCR-amplif ied from DNA of selected 
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clones using an equimolar mix of the 7 HUVLBASFI primers 
in conjunction with HUCLFORSERASCNOT or an equimolar mix 
of the 6 HUVKBASFI primers in conjunction with 
HUCKFORSERASCNOT as described in example 2. PGR 
5 fragments were cut with Sfi I and Not I and cloned into 
Sfl I and Not l-cut pUC19Sfi/Not/polyinyc then transformed 
into TGI. . 

The panning/infection process described above is 
10 essentially repeated again, this time with the positions 
of the heavy and light chains reversed. 

1) CDR-lB^lnting VH 

15 VH dfflnains were amplified from the pooled primary 

PGR material described in example 2. Six separate 
pullthrough reactions were performed with the mutagenic 
F58GRAFTJH4SAL primer and each of the HUVHBAAPAl-6 
primers individually. Conditions for the pullthrough 

20 were the same as in example 2(d) except that the 
annealing temperature was lowered to 45 'C. 

The resulting VH fragments were pooled and cut with 
Apa LI and Sal I using standard conditions and cloned 

25 into Apa LI and Xho I -cut fd-DOG-GlCHl using standard 
protocols -(Sal 1 and Xho I produce compatible CTAG 
overhangs). Phage were prepared from this library as 
described above, this time using the heavy chain phage to 
infect cells carrying the selected light chains expressed 

30 in pUC19Sfi/Not/polymyc. 

j) Screening of Final Heavy-Light Combinations 

The end result of this process is a pool of selected 
35 heavy chains and a pool of selected light chains. These 
are now combined at random. Heavy chain clones are now 
PCR-amplified using an equimolar mix of all 6 HUVHBACKSFI 
primers in conjunction HUCHIFORASCNOT using the procedure 
described in example 1. These fragments are cut with Sfi 
40 I and Asc I and gel-purified using standard procedures 
(Example 1), then llgated to equimolar quantities of Asc 
I-Not I -cut light chains produced in step f) above and 
Sfi I and Not I-cut pUC19Sfi/Not/polymyc vector, also 
produced earlier. Alternatively, these Sfi I -Asc I 
45 frasfments replaced the F58 heavy chain in the constructs 
shown at the end of fig 13 (A). These constructs were 
then transformed into TGI and analysed for peptide 
binding activity by ELISA as described above. 

50 Th end-products are complet ly human Fab fragments 

with th same or similar antigen- specif icity as the 
parent rodent antibody. 
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Example 5 

D±sDlav of Single Chain Fv and Fab Fraoma nts Derived from the 
Aniti-OMgolone An t ibody NOIO.12.5 on Bacteriophage fd using 
5 nHBWl and fdCAT2 

A range of constructs (see figure 18) were made from 
a clone (essentially construct II in pUC19) designed for 
expression in bacteria of a soluble Fab fragment (Better et 
al. 1988 see above) from the mouse anti-phOx (2-phenyl-5- 
10 oxazolone) antibody NQIO.12.5 (Griffiths, G. M. et al. Nature 
312, 271-275, 1984). In construct II, the V-regions are 
derived from NQIO.12.5 and attached to human Ck and CHI ( 1 
isotype) constant domains. The C- terminal cysteine residues, 
which normally form a covalent link between light and heavy 

15 antibody chains, have been deleted from both the constant 
domains. To clone heavy and light chain genes together as Fab 
fragments (construct II) or as separate chains (constructs III 
and IV) for phage display, ONA was amplified from construct 
II by PCR to Introduce a Noti restriction site at the 3' end, 

20 and at the 5' end either an ApaLI site (for cloning into fd- 
CAT2) or Sfil sie (for cloning into pHENl). The primers 
FABNOTFOK with VHIBACKAPA (or VH1BACKSFI15 ) were used for PCR 
amplification of genes encoding Fab fragments (construct II), 
the primers FABNOTFOH with VHIBACKAPA (or VH1BACKSFI15 ) for 

25 heavy chains ("construct III), and the primers FABNOTFOK and 
MVKBAAPA (or MVKBASFI) for light chains (construct IV). 

The single-chain Fv version of NQIO.12.5 (construct I) 
has the heavy (VH) and light chain (Vk) variable domains 
joined by a flexible linker (Gly4Ser)3 (Huston, J. S. et al. 

30 Proc. Natl. Acad. Sci. USA 85 5879-5883, 1988) and was 
constructed from construct II by 'splicing by overlap 
extension' as in example 14 of WO 92/01047. The assembled 
genes were reamplified with primers VK3F2N0T and VHIBACKAPA 
(or VH1BACKSFI15) to append restriction sites for cloning into 

35 fd-CAT2 (ApaLI-NotI) or pHENl (Sfil-NotI). 

VHIBACKAPA, 5 '-CAT GAC CAC AGT GCA CA G GT(C/G) (A/C)A(A/G) CTG 
CAG (C/G)AG TC(A/T) GG; 

VH1BACKSFI15,5'-CAT GCC ATG ACT CGC GGC CCA GCC GGC CA T GGC 
40 C(C/6)A G6T (C/6)(A/C)A (A/G)CT GCA G(C/6)A GTC (A/T)GG; 

FABNOTFOH, 5 '-CCA C6A TTC TGC GGC CGC TGA AGA TTT GGG CTC AAC 
TTT CTT GTC GAC; 

FABNOTFOK, 5 • -CCA CGA TTC TGC GGC CGC TGA CTC TCC GCG GTT GAA 
GCT CTT TGT GAC; 
45 MVKBAAPA, 5 • -CAC AGT GCA CT C GAC ATT GAG CTC ACC CAG TCT CCA; 
MVKBASFI, 5 '-CAT GAC CAC G CG GCC CAG CCG GCC ATG GCC GAC ATT 
GAG CTC ACC CAG TCT CCA; 

VK3F2N0T, 5 ' -TTC TGC GGC CGC CCG TTT CAG CTC GAG CTT GGT CCC. 
Restriction sites are underlined. 
50 Rescue of Phage and Phagemid particl s 

Constructs I-IV (figure 27) were introduc d into both fd-CAT2 
and pHENl. Phage fd-CAT2 (and fd-CAT2-I,II,III or IV) was 
taken from the supernatant of infected E.coli TGI after 
shaking at 37 'C overnight in 2xTY medium with 12 . Spg/ml 
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tetracycline, and used directly in ELISA. Phagemid pHENl (and 
pHENl-I and II) in E.coli TGI (supE) were grown overnight in 
2 ml 2xTy medium, 100 pg/ml ampicillin, and 1% glucose 
(without glucose, expression of g3p prevents later 
5 superinfection by helper phage). lOjxl of the overnight 
culture was used to innoculate 2 ml of 2x:TY medium, lOOpg/ml 
ampicillin, 1% glucose, and shaken at 37*C for 1 ho\ir. The 
cells were washed and resuspended in 2xTY, 100 yg/ml 
ampicilll,n, and aphagemid particles rescued by adding 2 ]xl 
10 (10"pfu) VCSM13 helper phage ( Stratagene ) . After growth for 
one hour, 4pl kananycin (25 mg/ml) was added, and the culture 
grown overnight. The phagemid particles were concentrated 10- 
fold for ELISA by precipitation with polyethylene glycol. 
ELISA 

15 Detection of phage binding to 2-phenyl-5-oxazolone (phOx) was 
performed as in example 9. 96-well plates were coated with 
10 pg/ml phOx-BSA or 10 pg/ml BSA in PBS overnight at room 
temperature, and blocked with PBSS containing 2% skimmed milk 
powder. Phage (mid) supernatant (50 pi) mixed with 50 pi PBS 

20 containing 4% skimmed milk powder was added to the wells and 
assayed. To detect binding of soluble scFv or Fab fragments 
secreted from pHENl, the c-myc peptide tag described by Munro 
and Pelham 1986 supra, was detected using the anti-myc 
monoclonal 9E10 (Evan, 6. I. et al. Mol Cell Biol 5 3610-3616, 

25 1985) followed by detection with peroxidase-conjugated goat 
anti-mouse inmonoglobulin. Other details are as in example 
9. 

The constructs in fdDOGl and pHENl display antibody 
fragments of the surface of filamentous phage. The phage 

30 vector, fd-D061 (figure 16) is based on the vector fd-tet 
(Zacher, A. N. et al. Gene 9 127-140, 1980) and has 
restriction sites (ApaLI and NotI) for cloning antibody genes 
(or other protein) genes for expression as fusions to the N- 
terminus of the phage coat protein g3p. Transcription of the 

35 antibody-g3p fusions in fd-DOGl is driven from the gene III 
promoter and the fusion protein targetted to the periplasm by 
means of the g3p leader. Fab abd scFv fragments of NQIO.12.5 
cloned into fd-DOGl for display were shown to bind to phOx-BSA 
(but not BSA) by ELISA (table 2). Phage were considered to 

40 be binding if A^os of the sample was at least 10-fold greater 
that the background in ELISA. 

The phagemid vector, pHENl (fig. 17), is based upon 
pUC119 and contains restriction sites (Sfil and NotI) for 
cloning the fusion proteins. Here the transcription of 

45 antibody-g3p fusions is driven from the inducible lacZ 
promoter and the fusion protein targetted to the periplasm by 
means of the pelB leader. Phagemid was rescued with VCSM13 
helper phage in 2xTy medium containing no glucose or IPTG: 
under these conditions there is sufficient expression of 

50 antibody-g3p. Fab and scFv fragments of NQIO.12.5 cloned into 
pHENl for display w re shown to bind to phOx-BSA (but not BSA) 
by ELISA (Table 2) using the sam criterion as above. 

An alternative methodology for preparing libraries of 
Fab fragments expressed on th surface of phage would be to: 
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1 Prepare a library of phage expressing heavy chain 

fVHCH) ffenes from inserts in the phage genome. 

(VHCh; J^^re a library of light chain genes in a Plamid 

library^^^ the soluble protein light chains f romt he library 

to the heavy chain library displayed on phage. 

i. SelSt phage with the desired properties of affinity 

'° SLl'^if^de the heavy chain (VHCH) genes. 

Tnese ^^^^^ el^ain genes encoding ight chains 

which f oS «S:able antigen binding sites in combination with 
Se selelSelTeavy chains, preferably by "^ing superinf^ion 

15 S bacteria containing phagemid expressing the light chain, 
SftS plSe'^Sssing^ the%elected heavy chain and then 
assaying for antigen binding. 

|fg^i^Pha q ^n.^H Kn»odlna a Gene III Pj^^^^ " 

20 "r,.h^hnriv Hea ^> i-i^ht Chains bv Phage f}"^ 

^jp^S^ t^^ In-..lhQdv rhn1n Displayed on ^^"^^ ^"'^.^^ 
».F ■P^n<mie to Mak «* Dual Combinatorial LL^^i^s 

With random com binatorial libraries there is a 
limitation on the potential diversi^ of displayed Fab 

25 fragments due to the transformation efficiency of bacterial 
cSls. Described here is a strategy ( dual combinatorial 
libraries) to overcome this problem, potentially increasing 
the number of phage surveyed by a factor of 10 . 
xne assembly of heavy and light chains expresses from 

30 different vectors, phagemid (pHENl-III or IV) was grown in 
- iTcoli ro2151 (a non-supressor strain) to allow production of 
soJSble Chains, and rescued as above except ^^^l^"-^^^, ^^^^^^ 
were used expressing partner chains as fusions to g3p (1° TU 
fd-DOGl-IV^ III ^5)ectively) and 2 jil tetracycline (12.5 

35 mg/ml) in place of kanamycin. ^ u* *-K,4r.e 

separate Vectors to Encode Fab Heavy and Light Chains 
The heavy and light chains of Fab fragments can be encoded 
togethe7in the same vector or in different vectors. To 
demonstrate this the heavy chain ( oo'^f ^^^^^^ "/LN'J!^*^^?^^ 

40 into pHENl (to provide soluble fragments) and the light chain 
(construct IV) into fd-DOGl (to make the fusion with g3p). 
ihe phagemid pHENl-III, grown in E.coli HB2151 (^T^^PF^^H 
was rescued with fd-DOGl-IV phage, and phage (mid) s town to 
bind to phOxrBSA, but not to BSA (Table 2). ^^i^s f*«°°"fiF^!®! 

45 that soluble light chain is correctly associating with the 
heavy chain anchored to the g3p, since neither heavy chain nor 
light chain alone bind antigen (Table 2). 

Similar results were obtained in the reverse experiment 
(with phagemid pHEN-l-IV and fd-CAT2-III phage) in which the 

50 heavy chain was produced as a soluble molecule and the light 
chain anchored to g3p (Table 2). Hence a F^ fragm nt is 
assembled on the surface of phage by fusion of either heavy 
or light chain to g3p, provided the other chain is secreted 
using the same or another vector (figure 19). 
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The resulting phage population is a miKture of phage 
abd rescued phagemid. The ratio of the two types of particle 
was assessed by infecting log phase E.coli TGI and plating on 
TYE plates with either 15 iig/ml tetracycline (to select for 
5 fd-DOGl) or 100 pg/ml ampicillin (to select for pHENl). The 
titre of fd-DOGl phage was 5 x 10" TU/ml and the titre of 
pHENl 2 X 10" TU/ml, indicating a packaging ratio of 25 phaae 
per phagemid. ** 
Demonstrated here is an alternative strategy Involving 
10 display of the heterodimerio antibody Fab fragments on the 
surface of phage. One of the chains is fused to g3p and the 
other is secreted in soluble form into the periplasmic space 
of the E.coli where it associates non-covalently with the g3p 
fusion, and binds specifically to antigen. Either the light 
15 or heavy chain can be fused to the g3p: they are displayed on 
the phage as Fab fragments and bind antigen (Figure 19). 
Described are both phage and phagemid vectors for surface 
display. Phagemlds are probably superior to phage vectors for 
creation of large phage display libraries. Particularly in 
20 view of their higher transf action efficiencies (Two to three 
orders of magnitude higher), allowing larger libraries to be 
constructed. The phagemid vector, pHBNl also allows the 
expression of soluble Fab fragments in non- suppressor E.coli. 

2S »nr.«H«^'^i«°Ji®"°'^'^®*®'* ***** **®®^ l^Sht chains 

i:a encoded on the same vector (construct II), or on different 
vectors (constructs III and iv) can be displayed as Fab • 

distinct ways of making random 
combinatorial libraries for display. Libraries of heavy and 
i« .22? genes, amplified by PCR, could be randomly linked 
30 by a ra assembly' process (example 14 of WO 92/01047) based 
on splicing by overlap extension', cloned into phage (mid) 
display vectors and expressed from the same promoter as part 
of ttie same transcript (construct II) as above, or indeed from 
different promoters as separate transcripts. Here the 
35 phage(mid) vector encodes and displays both chains. For a 
combinatorial library of 10' heavy chains and 10' light 
fJS'^^s ^® P?*?"*^**^ diversity of displayed Fab fragments 
(10 ) is limited by the transfection efficiency of bacterial 
Ars °f^^^^^y the vector (about 10' clones per pg cut and ligated 
6i2?"^lQflfl?®^%U"*^- *1 '^"^l- Acids. Res. 16 612?- 

?i«SA» ™2; i-^^f^^fes thus prepared are analogous to the 

described by Huse, W.D. 
Sdfti„^°«i^i*^ iri'i}^^ <"89>' *^ave the important 

! °r 1 ^®i*^ display on the surface of phage gives 

l^a^ n^^""^?^ selecting antibody specificities from the 
large number of clones generated. 

,^ ^Alternatively, libraries of heavy and light chains 
c!?i '^^^^^^^t expression in the 

50 JS!„oS?i iJli!,^ ^ ^21^^® °*°^ encoding the gSp fusion and a 
hi?I^ «nTSh-^"^**'®/°^"^^® ^*^"- Phag acts as a 

aS^«™?rt TT ^^K®** bacteria produced both packaged phage 
n Each phage or phagemid displays both chains bGt 

fa^t^f o^^^hT®-*^^'' ^ genetic information 

for half of the antigen-binding site. How ver, the genes for 
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both antibody chains can be recovered separately by plating 
on the selective medium, suggesting a means by which mutually 
complementary pairs of antigen binding heavy and light chain 
combinations could be selected from random combinatorial 
5 libraries. For example, a light chain repertoire on fd phage 
could be used to infect cells harbouring a library of soluble 
heavy chains on the phagemid. The affinity purified phagemid 
library could then be used to infect E.coli, rescued with the 
affinity purified phage library, and the new combinatorial 

10 library subjected to a further round of selection. Thus, 
antibody heavy and light chain genes are reshuffled after each 
round of purification. Finally, after several rounds, 
dLnfected bacteria could be plated and screened individually 
for antigen-binding phage. Such 'dual' combinatorial 

15 libraries are potentially more diverse than those encoded on 
a single vector. By combining separate libraries of 10' light 
chain phage(mid)s, the diversity of displayed Fab fragments 
(potentially 10") is limited only by the number of bacteria 
(10^ per litre). More simply, the use of two vectors should 

20 also facilitate the construction of 'hierarchical' libraries, 
in which a fixed heavy or light chain is paired with a library 
or partners (example 22), offering a means of 'fine-tuning' 
antibody affinity and specificity. 
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1. 



A method of producing multlmeric specific binding 
pair (sbp) members, which method comprises expressing 
from a vector in recombinant host organism cells a 
population of a first polypeptide chain of a specific 
binding pair member fused to a component of a secreted 
replicable genetic display package (rgdp) which thereby 
displays said polypeptide chains at the surface of rgdps, 
and combining said population with a population of a 
second polypeptide chain of said specific binding pair 
member by 'causing or allowing first and second 
polypeptide chains to come together to form a library of 
said multlmeric specific binding pair members displayed 
by rgdps, said population of second polypeptide chains 
not being expressed from the same vector as said 
population of first polypeptide chains, at least one of 
said populations being genetically diverse and expressed 
from nucleic acid that is capable of being packaged using 
said rgdp component, whereby the genetic material of each 
said rgdp encodes a polypeptide chain of a said 
genetically diverse population. 



25 



2. A method according to claim 1 wherein at least one 
of said populations is expressed from a phage vector. 
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3. A method according to claim 1 or claim 2 wherein 
at least one of said populations is expressed from a 
phagemid vector, the method including using a helper 
phage or a plasmid expressing complementing phage genes, 

5 to help package said phagemid genome, and said component 
of the rgdp is a capsid protein therefore. 

4. A method according to any one of claims 1 to 3 
wherein first and second polypeptide chains are expressed 

10 in the same host organism cell. 

5. A method according to any one of the preceding 
claims wherein each said polypeptide chain is expressed 
from nucleic acid which is capable of being packaged as a 

15 rgdp using said component fusion product, whereby 

encoding nucleic acid for both said polypeptide chains is 
packaged in respective rgdps. 

6. A method according to any one of the preceding 
10 claims which comprises introducing vectors capable of 

expressing a population of said first polypeptide chains 
into host organisms which express a population of said 
second polypeptide chains in free form, or introducing 
vectors capable of expressing a population of said second 
5 polypeptide chains in free form into host organisms which 
express a population of said first polypeptide chains. 
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7. A method according to any one of claims 1 to 5 
wherein said second polypeptide chains are each expressed 
as a fusion with a component of a rgdp whiCh thereby 
displays said second polypeptide chains at the surface of 
rgdps^ 

8. A method according to any one of claims 1 to 3 
wherein the population of second polypeptide chains is 
not expressed in the same host organism cells as the 
population of first polypeptide chains, the method 
con5>rising' the following additional steps: 

(a) forming an extracellular mixture of a 
population of soluble second polypeptide chains and rgdps 
displaying a population of first polypeptide chains; and 

(b) causing or allowing first and second 
polypeptide chains to come together to form the library 
of said multimeric specific binding pair members. 

9. A method according to claim 8 wherein said mixture 
is partially denatured before being renatured to cause or 
allow said first and second polypeptide chains to come 
together to form said library. 



25 



10. A method according to claim 9 wherein the 
population of second polypeptide chains comprises a 
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repertoire of polypeptides piirlfled from a human or" 
animal source. 

11. A method according to any one of claims 1 to 10 
5 wherein any of the populations of said polypeptide chains 
Is derived from: 

(1) the repertoire of rearranged 

Immunoglobulin genes of an animal Immunised with 
complementary sbp member; 
10 (11) the repertoire of rearranged 

immunoglobulin genes of an animal not Immunised with 
complementary sbp member; 

(111) a repertoire of an artificially rearranged 
immunoglobulin gene or genes; 
15 (iv) a repertoire of an Immunoglobulin 

homolog gene or genes; or 

(v) a repertoire of sequences derived 
from a germ-line Immunoglobulin gene or genes; 

(vi) a repertoire of an immunoglobulin 

20 gene or genes artificially mutated by the introduction of 
one or more point mutations. 

(vli) a mixture of any of (i), (ii), 

(ill), (iv), (v) and (vi). 

25 12. A m th d according to any one of the preceding 

claims wherein said sbp member comprises a domain which 
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Is, or is homologous to, an inununoglobulin domain. 

13. A method according to any one of the preceding 
claims wherein the rgdp Is a bacteriophage, the host Is a ^ 

5 bacterliim, and said component of the rgdp Is a capsld 
protein for the bacteriophage. 

14. A method according to claim 13 wherein the phage 
Is a filamentous phage. 

10 

15. A method according to claim 14 wherein the phage 
Is selecteH from the class I phages fd, M13, fl, Ifl, 
Ike, ZJ/Z, Ff and the class II phages Xf, Pfl and Pf3. 

15 16. A method according to claim 14 or claim 15 wherein 
the first polypeptide chains are expressed as fusions 
with the gene III capsld protein of phage fd or Its 
counterpart In another filamentous phage. 

20 17. A method according to claim 16 wherein the first 
polypeptide chains are each Inserted in the N-terminal 
region of the mature capsld protein downstream of a 
seer tory leader peptide. 



25 



18. A method according to any on of claims 13 to 17 
wheredLn the host is E.coll. 
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19. A method according to any one of the preceding 
claims wherein nucleic acid encoding an sbp member 
polypeptide is linked downstream to a viral capsid 
protein through a suppressible translational stop codon. 

5 

20. A method according to any one of the preceding 
claims wherein rgdps formed by said expression are 
selected or screened to provide an individual sbp member 
or a mixed population of said sbp members associated in 

10 their respective rgdps with nucleic acid encoding a 
polypeptide chain thereof. 

21. A method according to claim 20 wherein the rgdps 
are selected by affinity with a member complementary to 

15 said sbp member. 

22. A method according to claim 21 which comprises 
recovering any rgdps bound to said complementary sbp 
member by washing with an eluant. 

20 

23. A method according to claim 22 wherein the eluant 
contains a molecule which compete with said rgdp for 
binding to the complementary sbp member. 

25 24. A method according to any one of claims 21 to 23 
wherein the rgdp is applied to said complementary sbp 
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in the presence of a molecule which ^ 
«ald pacjcage for bm^. competes with 

^^'°^^^°^^"^-o said complementary shp 

-e^einirr a^r: ^'^^ - - - 

- use. to r ^ ^"^^"'^ - 

«« to e«prMs said ,bp Minber or- - « 

^ " r^U^t ho« organic. 
' one or more rodn'* ^» ...... 



25 
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said second polvne«*.^j ^ • 
introduced k P°^yPePtlde chains is also 

recombinant vector i„t« introduced mto a • 

into which nucleic aciri * 
frenetically diverse repert«. ^ 
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28. A method according to claim 27 which includes the 
step of causing or allowing the recombinant vector to be 
produced by intracellular recombination between a vector 
comprising nucleic acid encoding first polypeptide chain 

5 and a vector comprising nucleic acid encoding a second 
polypeptide chain. 

29. A method according to claim 28 wherein the 
intracellular recombination is promoted by inclusion in 

10 the vectors of sequences at which site-specific 
recombination will occur. 

30. A method accordd^ to claim 29 wherein said 
resultant recombinant vector comprises nucleic acid 

15 encoding a single chain Fv region derivative of an 

immunoglobulin resulting from recombination between first 
and second vectors. 

31. A method according to claim 29 or 30 wherein the 
20 sequences at which site-specific recombination will occur 

are loxP sequences obtainable from coliphage PI, and 
site-specific recombination is catalysed by Cre- 
recombinase, also obtainable from coliphage PI. 

25 32. A method according to claim 31 wherein the Cre- 
recombinase used is expressible under the control of a 
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regulatable promoter. 

33. A method according to any one of claims 28 to 32 
wherein the vector comprising nucleic acid encoding the 

5 first polypeptide chain is a phage or phagemid and the 
vector comprising nucleic acid encoding the second 
polypeptide chain is a plasmid, or the vector comprising 
nucleic acid encoding the first polypeptide chain is a 
plasmid and the vector comprising nucleic acid encoding 
10 the second polypeptide chain is a phage or phagemid, and 
the intracell\ilar recombination talces place in a 
bacterial host which replicates plasmlds preferentially 
over phages or phagemids, or which replicates phages or 
phagemids preferentially over plasmids. 

15 

34. A method according to claim 33 wherein said 
bacterial host is a PolA strain of E.coli or of another 
grain-negative bacterium. 

20 35. A method of producing multimeric specific binding 
pair (sbp) members, which method comprises 

(i) causing or allowing intracellular 
recombination between (a) first vectors comprising 
nucleic acid encoding a population of a fusion of a first 

25 polypeptide chain of a specific binding pair member and a 
component of a secreted replicable genetic display 



10 



15 



20 



25 



«»dln9 a population of . "»»»Mn9 nucleic 
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38. A method according to claim 36 or claim 37 
wherein the sequences at which site-specific 
recombination will occur are loxP sequences obtainable 
from coliphage PI, and site-specific reco m bi n ation is 

5 catalysed by Cre-recombinase, also obtainable from 
coliphage PI. 

39. A method according to claim 38 wherein the Cre- 
recombinase used is expressible under the control of a 

10 regulatable promoter. 

40. A method according to any one of claims 35 to 39 
wherein the first vectors are phages or phagemids and the 
second vectors are plasmids, or the first vectors are 

15 plasmids and the second vectors are phages or phagemids, 
and the intracellular recombination takes place in a 
bacterial host which replicates plasmids preferentially 
over phages or phagemids, or which replicates phages or 
phagemids preferentially over plasmids. 

20 

41. A method according to claim 39 wherein said 
bacterial host is a PolA strain of E.coli or of another 
grain-negative bacterium. 

25 42. A method according to any one of claims 35 to 41 

wherein nucleic acid from one or more rgdp's is taken and 
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used In a further method to obtain an Individual sbp 
member or a mixed population of sbp members, or 
polypeptide chain components thereof, or encoding nucleic 
acid therefor. 

5 

43. A method of producing one or a selected population 
of multichain polypeptide members of a specific binding 
pair (sbp members) specific for a counterpart specific 
binding pair member of interest, which method comprises 
10 the following steps: 

(i) expressing from a vector in recombinant host 
organism cells a genetically diverse population of a 
first polypeptide chain of said multichain protein, fused 
to a component of a replicable genetic display package 

15 (rgdp) which thereby displays said polypeptide chains at 
the surface of rgdps; 

(ii) combining said population with a unique or 
restricted population of second polypeptide chains of 
said multichain sbp members, not being expressed from the 

20 same vector as said population of first polypeptide 
chains, said combining forming a library of said 
multichain sbp members displayed by rgdps, said 
genetically diverse population being expressed from 
nucleic acid which is capable of being packaged using 

25 said rgdp component, whereby the genetic material of each 
said rgdp encodes a said first polypeptide chain; 
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(lii) selecting by affinity with said counterpart sbp 
member of interest multichain sbp members specific for 
said counterpart sbp member associated in their 
respective rgdps with nucleic acid encoding a said first 
5 polypeptide chain thereof; 

(iv) combining said first polypeptide chains of 
multichain sbp members selected in step (iii) with a 
genetically diverse population of second polypeptide 
chains of multichain sbp members, the said second 

10 polypeptide chains being fused to a component of a rgdp 
which thereby displays them at the surface of rgdps, the 
said combining in this step (iv) forming a library of 
^multichain sbp members from which one or more multichain 
sbp members specific for said counterpart sbp member are 

15 selectable by affinity with it. 

44. A method according to claim 43 wherein said 
multichain sbp members are antibodies, or other members 
of the immunoglobulin family, or binding fragments 

20 thereof. 

45. A method according to claim 44 wherein each of 
said s cond chains combined in step (ii) comprise a 
variable domain derived from a non-human animal antibody 

25 specific for the antigen of interest. 
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46. A method according to claim 45 wherein said second 
polypeptide chains are chimaeric, comprising a hximan 
antibody domain. 

5 47. A method according to claim 46 wherein said human 
antibody domain comprises Cy.l. 

48. A method according to any one of claims 44 to 47 
comprising an additional step (v) wherein humanised 

10 antibodies for said antigen are selected by affinity with 
it. 

49. A kit for use in carrying out a method according 
to any one of claims 1-48, said kit having the following 

15 components in additional to ancillary components required 
for carrying out the method: 

(i) a vector having the following features: 
(a) an origin of replication for single-stranded 
bacteriophage, (b) a restriction site for insertion of 

20 nucleic acid encoding or a polypeptide component of an 

sbp member, (c) said restriction site being in the 5' end 
region of the mature coding sequence of a phage capsid 
protein, and (d) with a secretory leader sequence 
upstr am of said site which directs a fusion of the 

25 capsid protein and sbp polypeptide to the periplasmic 
space of a bacterial host? and (ii) anoth r vector, 
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having some or all of the features (a), (b), (c) and (d) 
of the vector described In (1). 



50. A kit for use In carrying out a method according 
5 to any one of claims 36 to 41 having the following 

components In addition to ancillary coiQ>onents required 
for carrying out the method: 

(1) a first vector having the following features: 
(a) a restriction site for Insertion of nucleic acid 
10 encoding or a polypeptide component of an sbp member, (b) 
said restriction site being In the 5' end region of the 
mature coding sequence of a phage capsld protein, and (c) 
with a secretory leader sequence upstream of said site 
which directs a fusion of the capsld protein and sbp 
15 polypeptide to the perlplasmlc space of a bacterial host; 
and 

(11) a second vector having a restriction site for 
Insertion of nucleic add encoding a second said 
polypeptide chain, 
20 (111) at least one of the vectors having an origin of 
replication for single-stranded bacteriophage, and 
(Iv) the vectors having sequences at which site- 
specific recombination will occur. 



25 
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Fig. 2. 
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